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Description
Technical Field

[0001] The presentinvention relates to a production method of morpholino oligonucleotide, and morpholino nucleotide
used as a starting material of the production method.

Background Art

[0002] Morpholino oligonucleotide is a compound attracting attention for its use as an antisense oligonucleotide, since
it shows high affinity for DNA and RNA, resistance to various nucleases, stability in vivo and low toxicity (see non-patent
document 1).

[0003] As a production method of morpholino oligonuclectide, a solid phase synthesis and a liquid phase synthesis
have been reported (see non-patent document 2, patent documents 1 - 5).

[0004] The solid phase synthesis is advantageous from the aspect of speed since it enables automatic synthesis. On
the contrary, itis not suitable for industrial large scale synthesis since scaling-up is limited due to facility restriction, and
low reactivity requires use of an excess monomer to be the reagent in a nucleotide elongation reaction. Also, it is
associated with defects in that confirmation of the progress status of the reaction in an intermediate stage, analysis of
intermediate structure and the like are difficult.

[0005] Onthe other hand, the liquid phase synthesis requires complicated treatments such as column purification and
the like, and a large-scale and rapid synthesis of about 20mer chain length morpholino oligonucleotide, which is utilizable
as an antisense pharmaceutical product, has been difficult.

[0006] Inrecentyears, a synthetic method using hydrophobic group-linked nucleoside, pseudo solid phase-protected
nucleoside and the like has been reported as an attempt to solve the respective defects of the liquid phase method and
the solid phase method (see patent documents 6, 7). However, synthesis of morpholino oligonucleotide different in the
reaction pathway and the reaction itself from those of oligonucleotide synthesis is not described or suggested.

[0007] Patent document 8 discloses oligonucleotide analogues conjugated to carrier peptides. The disclosed com-
pounds are useful for the treatment of various diseases, for example diseases where inhibition of protein expression or
correction of aberrant mMRNA splice products produces beneficial therapeutic effects.

[0008] Patentdocument 9 discloses functionally-modified oligonucleotide analogues comprising modified intersubunit
linkages and/or modified 3’ and/or 5’-end groups.

[0009] The disclosed compounds are useful for the treatment of diseases where inhibition of protein expression or
correction of aberrant mMRNA splice products produces beneficial therapeutic effects.

[Document List]
[patent documents]
[0010]

patent document 1: WO 91/09033

patent document 2: WO 2008/008113
patent document 3: US 2009/0131632 A1
patent document 4: WO 2009/064471
patent document 5: WO 2012/043730
patent document 6: JP-A-2010-275254
patent document 7: WO 2012/157723
patent document 8: WO 2012/150960
patent document 9: WO 2013/074834

[non-patent document]
[0011]

non-patent document 1. Summerton, J. et al., Antisense and Nucleic Acid Drug Development, 1997, Vol. 7, p. 187.
non-patent document 2: Harakawa et al., Bioorganic & Medicinal Chemistry Letters, 2012, Vol. 22, p. 1445-1447
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SUMMARY OF THE INVENTION
Problems to be Solved by the Invention

[0012] The problem ofthe presentinvention is to provide a method of producing a morpholino oligonucleotide efficiently
andin a high yield by a liquid phase method, and a novel morpholino nucleotide to be a starting material of the method.

Means of Solving the Problems

[0013] The presentinventors have foundthatthe above-mentioned problem can be solved by protecting the 5’-hydroxy
group side with a particular protecting group Z-Y-L as set out in the claims in liquid phase synthesis of a morpholino
oligonucleoctide.

[0014] Thatis, using a morpholino nucleotide having the 5-hydroxy group side protected by the protecting group as
a starting material of morpholino oligonucleotide liquid phase synthesis, condensation reaction itself can be performed
in a liquid phase, the reactivity is remarkably improved as compared to the solid phase method, monomer equivalents
to be used can be remarkably reduced and, after the reaction, morpholino oligonucleotide can be conveniently isolated
and purified by a crystallization or extraction operation. Consequently, a morpholino oligonucleotide having an about
20mer chain length and utilizable for pharmaceutical products can be synthesized efficiently in a high yield by a liquid
phase method.

[0015] Onthe other hand, in the course of study of liquid phase synthesis of morpholino oligonucleotide by the present
inventors, a problem was found that when an activated morpholino nucleoside monomer to be used for a condensation
reaction remains in a trace amount in the subsequent cycle of condensation reaction, double addition is induced, and
the quality of the obtained morpholino oligonucleotide is degraded. In this regard, they have found that the problem can
be solved by treating the activated morpholino nucleoside monomer remaining after the condensation reaction with a
quenching agent.

[0016] Thatis, the present invention includes a morpholino oligonucleotide as set out in claims 1 to 8 and a method
of producing n+p-mer morpholino oligonucleotides as set out in claims 9 to 19.

Effect of the Invention

[0017] According to the present invention, since an advantage of a liquid phase method that monomer equivalent of
a starting material of a condensation reaction can be reduced by improving the reactivity by protecting the 5-hydroxy
group side of morpholino nucleotide with a particular protecting group, and an advantage of a solid phase method that
morpholino oligonucleotide can be conveniently isolated and purified by a crystallization, washing or extraction operation
in each step of an elongation reaction can be combined, an industrial large-scale production of a morpholino oligonu-
cleotide having about 20mer chain length and useful as a pharmaceutical product can be efficiently performed in a high
yield.

[0018] In addition,itwas foundthat degradation of the quality of the object morpholino oligonucleotide can be prevented
by treating activated morpholino nucleoside monomer remaining after condensation reaction with a quenching agent.
By combining same with the above-mentioned method, an efficient production method of high quality morpholino oligo-
nucleotide in a large scale can be provided.

Description of Embodiments

[0019] The presentinvention relates to a novel morpholino nucleotide wherein the 5’-hydroxy group side is protected
by a particular protecting group, and a morpholine ring nitrogen atom is optionally protected by a temporary protecting
group removable under acidic conditions.

[0020] Another embodiment of the present invention is a method of producing n+p-mer morpholino oligonucleotide,
comprising a step of condensing a p-mer morpholino oligonucleotide (p is any integer of one or more) wherein a 5-
hydroxy group is activated (thio)phosphated or activated (thio)phosphoramidated, and a morpholine ring nitrogen atom
is protected by atemporary protecting group removable under acidic conditions, with an n-mer morpholino oligonucleotide
(nis aninteger of one or more) wherein a 5’-hydroxy group or a hydroxy group present on a substituent of the 5’-hydroxy
group is protected by a protecting group

Z-Y-L as set outin the claims having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or
an alkenyl group having not less than 10 and not more than 300 carbon atoms, and the morpholine ring nitrogen atom
is not protected, by a (thio)phosphoramidate bond or (thio)phosphorodiamidate bond via the morpholine ring nitrogen
atom.

[0021] Explanations are given below.
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[Explanation of terms]

[0022] Unless otherwise specified in the sentences, any technical terms and scientific terms used in the present
specification, have the same meaning as those generally understood by those of ordinary skill in the art the present
invention belongs to. Any methods and materials similar or equivalent to those described in the present specification
can be used for practicing or testing the present invention, and preferable methods and materials are described in the
following.

[0023] Inthe presentspecification, the "morpholino nucleoside" to be a constitutional unit of morpholino oligonucleotide
is a compound represented by the following formula (1).

HO
Base

1!

(1)

(wherein Base is an optionally protected nucleic acid base).

[0024] Morpholino nucleoside (1) can be prepared by a method known per se (e.g., the method described in WO
91/09033A1), or a method analogous thereto. Specifically, as shown in the following scheme, the corresponding ribo-
nucleoside (2) is subjected to oxidative ring opening with sodium periodate etc. to give the corresponding 2',3’-dialdehyde
(3), the dialdehyde (3) is subjected to ring closure with ammonia to give 2’, 3’-dihydroxymorpholino nucleoside (4), and
dihydroxymorpholino nucleoside (4) is reduced with a reducing agent (e.g., sodium cyanoborohydride, sodium triace-
toxyborohydride and the like), whereby morpholino nucleoside (1) can be obtained.
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CHO

CHO
n ‘,2“

3

NH;

~ Base

reduction

4

[0025] In the present specification, the position numbers (1’, 2’ and the like) of morpholino nucleoside correspond to
the position numbers of carbon atoms of the ribose of the starting material ribonucleoside (2).

[0026] In the present specification, morpholino oligonucleotide means a compound wherein two or more morpholino
nucleosides are polymerized by (thio)phosphoramidate bonding or (thio)phosphorodiamidate bonding via a 5’-hydroxy
group and the nitrogen atom of a morpholine ring. For example, as m’+1-mer morpholino oligonucleotide, a compound
represented by the following formula (5) can be mentioned.
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(wherein

m’ is any integer of one or more,

Base in the number of m'+1 are each independently an optionally protected nucleic acid base,

Xin the number of m’” are each independently a C,_g alkoxy group, a di-C4_g alkylamino group, or a piperazino group
wherein a nitrogen atom at the 4-position is protected by a protecting group, and further optionally substituted and
W in the number of m’ are each independently an oxygen atom or a sulfur atom).

[0027] Inthe presentspecification, the "piperazino group wherein a 4-position nitrogen atom is protected by a protecting
group, and further optionally substituted" means that the 4-position nitrogen atom of the piperazino group is protected
by an acyl group (and further optionally substituted) which is sustainable under the deprotection conditions of the mor-
pholine ring nitrogen atom of morpholino nucleotide.

[0028] As the "protecting group of the 4-position nitrogen atom of the piperazino group”, an acyl group is used and,
for example, an acyl group having a fluoro group in the carbon chain such as monofluoroacetyl group, difluoroacetyl
group, trifluoroacetyl group, 2-fluoropropionyl group, 2,2-difluoropropionyl group, 3,3,3-trifluoropropionyl group, 2,3,3, 3-
tetrafluoropropionyl group, pentafluoropropionyl group and the like is more preferable (see WO 2008/008113). In the
piperazino group, a hydrogen atom bonded to the carbon atom of the piperazino group may be substituted, and examples
of the substituent include an alkyl group (preferably having 1 - 3 carbon atoms) such as methyl group and the like, and
the like.

[0029] In the present specification, morpholino nucleoside at the terminal on the side having a free hydroxy group at
the 5’-position of morpholino oligonucleotide (upper left side of the above-mentioned formula (5)) is referred to as the
"5'-terminus", and morpholino nucleoside at the terminal on the opposite side (lower right side of the above-mentioned
formula (5)) is referred to as the "3’-terminus”, according to the usual practice in the nucleic acid chemistry.

[0030] In the present specification, the "nucleic acid base" is a pyrimidine base selected from cytosyl group, uracil
group, thyminyl group or a purine base selected from adenyl group, and guanyl group, or a modified version of those
bases as set out in the claims. The "optionally protected nucleic acid base" means, for example, that an amino group
may be protected in an adenyl group, a guanyl group or a cytosyl group, which is a nucleic acid base having an amino
group, and a nucleic acid base wherein the amino group therein is protected by a protecting group sustainable under
the deprotection conditions of the morpholine ring nitrogen atom of the morpholino nucleotide . "Amino-protecting groups
are described in Greene’'s PROTECTIVE GROUPS IN ORGANIC SYNTHESIS, 4th edition, Wiley-Interscience, 2006.
The "amino-protecting group" is a pivaloyl group, a pivaloyloxymethyl group, a trifluoroacetyl group, a phenoxyacetyl
group, a 4-isopropylphenoxyacetyl group, a 4-tert-butylphenoxyacetyl group, an acetyl group, a benzoyl group, an iso-
butyryl group, a dimethylformamidinyl group, or a a 9-fluorenylmethyloxycarbonyl group . Among them, a phenoxyacetyl
group, a 4-isopropylphenoxyacetyl group, an acetyl group, a benzoyl group, an isobutyryl group and a dimethylforma-
midinyl group are preferable. In addition, the carbonyl group of the nucleic acid base is optionally protected by reacting
phenol, 2,5-dichlorophenol, 3-chlorophenol, 3,5-dichlorophenol, 2-formylphenol, 2-naphthol, 4-methoxyphenol, 4-chlo-
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rophenol, 2-nitrophenol, 4-nitrophenol, 4-acetylaminophenol, pentafluorophenol, 4-pivaloyloxybenzyl alcohol, 4-nitroph-
enethyl alcohol, 2-(methylsulfonyl)ethanol, 2-(phenylsulfonyl)ethanol, 2-cyanoethanol, 2-(trimethylsilyl)ethanol, dimeth-
ylcarbamoyl chloride, diethylcarbamoyl chloride, ethylphenylcarbamoyl chloride, 1-pyrrolidinecarbonyl chloride, 4-mor-
pholinecarbonyl chloride, or diphenylcarbamoyl chloride . In some cases, the carbonyl-protecting group does not need
to be particularly introduced. Moreover, in addition to the above-mentioned groups, a modified nucleic acid base (e.g.,
a 8-bromoadenyl group, a 8-bromoguanyl group, a 5-bromocytosyl group, a 5-iodocytosyl group, a 5-bromouracil group,
a S-iodouracil group, a 5-fluorouracil group, a 5-methylcytosyl group, a 8-oxoguanyl group, a hypoxanthinyl group etc.),
which is a nucleic acid base substituted by any 1 to 3 substituents (e.g., a halogen atom, an alkyl group, an aralkyl group,
an alkoxy group, an acyl group, an alkoxyalkyl group, a hydroxy group, an amino group, monoalkylamino, dialkylamino,
carboxy, cyano, nitro etc.) at any position(s), are also encompassed in the "nucleic acid base".

[0031] In the present specification, the "halogen atom" means a fluorine atom, a chlorine atom, a bromine atom or
iodine atom.

[0032] Inthe presentspecification, examples of the "alkyl (group)" include alinear or branched chain alkyl group having
one or more carbon atoms. When the carbon number is not particularly limited, it is preferably a C4_4o alkyl group, more
preferably a Cq_g alkyl group. When the carbon number is not particularly limited, for example, methyl, ethyl, propyl,
isopropyl, butyl, isobutyl, sec-butyl, tert-butyl, pentyl, hexylandthe like are preferable, and methyl and ethyl are particularly
preferable.

[0033] In the present specification, the "aralkyl (group)" means a C,_,q aralkyl group, preferably a C,_4 aralkyl group
(Cg.10 aryl-C, g alkyl group). Specific preferable examples include benzyl, 1-phenylethyl, 2-phenylethyl, 1-phenylpropyl,
naphthylmethyl, 1-naphthylethyl, 1-naphthylpropyl and the like, and benzyl is particularly preferable.

[0034] In the present specification, examples of the "alkoxy (group)" include an alkoxy group having one or more
carbon atoms. When the carbon number is not particularly limited, it is preferably a C4_4q alkoxy group, more preferably
a C,_g alkoxy group. When the carbon number is not particularly limited, methoxy, ethoxy, propoxy, isopropoxy, butoxy,
isobutoxy, sec-butoxy, tert-butoxy, pentyloxy, hexyloxy and the like are preferable, and methoxy and ethoxy are partic-
ularly preferable.

[0035] In the present specification, examples of the "acyl (group)” include a linear or branched chain C4_ alkanoyl
group, a C,_43 aroyl group and the like. Specific examples thereof include formyl, acetyl, n-propionyl, isopropionyl, n-
butyryl, isobutyryl, pivaloyl, valeryl, hexanoyl, benzoyl, naphthoyl, levulinoyl and the like, each of which is optionally
substituted.

[0036] In the present specification, examples of the "alkenyl (group)” include a linear or branched chain C,_ ¢ alkenyl
group and the like. Examples thereofinclude vinyl, 1-propenyl, allyl, isopropenyl, butenyl, isobutenyl and the like. Among
them, a C,-C4 alkenyl group is preferable.

[0037] In the present specification, preferable examples of the "alkynyl (group)" include a C,_g alkynyl group and the
like. Examples thereof include ethynyl, 1-propynyl, 2-propynyl, 1-butynyl, 2-butynyl, 3-butynyl, 1-pentynyl, 2-pentynyl,
3-pentynyl, 4-pentynyl, 1-hexynyl, 2-hexynyl, 3-hexynyl, 4-hexynyl, 5-hexynyl and the like. Among them, a C,-C, alkynyl
group is preferable.

[0038] In the present specification, the "cycloalkyl (group)" means a cyclic alkyl group, and examples thereof include
cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, cycloheptyl, cyclooctyl and the like. Among them, a C3-Cg cycloalkyl
group such as cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl and the like is preferable, and cyclohexyl is particularly
preferable.

[0039] In the present specification, the "aryl (group)” means a monocyclic aromatic or polycyclic (fused) aromatic
hydrocarbon group. Specific examples thereof include a Cg_4,4 aryl group such as phenyl, 1-naphthyl, 2-naphthyl, biphe-
nylyl, 2-anthryl and the like, and the like. Among them, a Cg_4g aryl group is more preferably and phenyl is particularly
preferable.

[0040] In the present specification, examples of the "hydrocarbon group” include an aliphatic hydrocarbon group, an
aromatic-aliphatic hydrocarbon group, a monocyclic saturated hydrocarbon group, an aromatic hydrocarbon group and
the like, and specific examples thereof include monovalent groups such as an alkyl group, an alkenyl group, an alkynyl
group, a cycloalkyl group, an aryl group, an aralkyl group and the like and a divalent group induced therefrom.

[0041] In the present specification, the "organic group having a hydrocarbon group" means a group having the afore-
mentioned "hydrocarbon group"”, and the moiety other than the "hydrocarbon group" of the "organic group having a
hydrocarbon group" can be determined as in the claims. For example, the organic group optionally has, as a linker, a
moiety such as -O-, -S-, -COO-, -OCONH-, - CONH- .

[0042] In the present specification, the "substituent" of the "optionally substituted" encompasses the aforementioned
halogen atom, alkyl group, aralkyl group, alkoxy group, acyl group, alkenyl group, alkynyl group, cycloalkyl group, aryl
group, as well as hydroxy group, nitro group, cyano group, guanidyl group, carboxy group, alkoxycarbonyl group (the
alkoxy moiety is the same as that in the aforementioned alkoxy group), sulfo group, phospho group, alkylthio group (the
alkyl moiety is the same as that in the aforementioned alkyl group), alkylsulfinyl group (the alkyl moiety is the same as
that in the aforementioned alkyl group), alkylsulfonyl group (the alkyl moiety is the same as that in the aforementioned
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alkyl group), amino group, monoalkylamino group (the alkyl moiety is the same as thatin the aforementioned alkyl group),
dialkylamino group (the alkyl moiety is the same as that in the aforementioned alkyl group), oxo group and the like.

[morpholino nucleotide wherein 5-hydroxy group or hydroxy group present on the substituent of the 5’-hydroxy group
is protected by a particular protecting group, and morpholine ring nitrogen atom is optionally protected by a temporary
protecting group removable under acidic conditions]

[0043] Using the morpholino nucleotide wherein 5’-hydroxy group or hydroxy group present on the substituent of the
5'-hydroxy group is protected by a particular protecting group used in the present invention, a production method of a
morpholino oligonucleotide suitable for liquid phase synthesis can be provided.

[0044] Since high efficiency and high yield can be achieved in the production method of the object morpholino oligo-
nucleotide, a morpholino nucleotide wherein 5-hydroxy group or hydroxy group present on the substituent of the 5'-
hydroxy group is protected by a protecting group Z-Y-L as set out in the claims, having an alkyl group having not less
than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than 300
carbon atoms .

[0045] "When the 5'-hydroxy group has a substituent" means that the hydrogen atom of the 5-hydroxy group is
substituted by a substituent having a hydroxy group.

[0046] The "substituent having a hydroxy group " is the substituent of the following 5’-hydroxy group disclosed in WO
2008/008113 .

N

-

[0047] Examples of the "alkyl group having notless than 10 and not more than 300 carbon atoms and/or alkenyl group
having not less than 10 and not more than 300 carbon atoms" include monovalent groups and divalent groups induced
therefrom. Among them, alkyl group having 10 - 40 carbon atoms is preferable, and alkyl group having 10 - 30 carbon
atoms is particularly preferable. The alkyl group and the alkenyl group of the "alkyl group having not less than 10 and
not more than 300 carbon atoms and/or alkenyl group having not less than 10 and not more than 300 carbon atoms"
include linear or branched chain alkyl group, and linear or branched chain alkenyl group. In the production method of
the present invention, linear alkyl group and linear alkenyl group are preferable, and linear alkyl group is particularly
preferable. Specific preferable examples of the "alkyl group having not less than 10 and not more than 300 carbon atoms
and/or alkenyl group having not less than 10 and not more than 300 carbon atoms" include monovalent aliphatic hydro-
carbon group such as decyl group, dodecyl group, tridecyl group, myristyl group, cetyl group, stearyl group, oleyl group,
linolyl group, arachyl group, behenyl group, isostearyl group and the like, and divalent groups induced therefrom.
[0048] As the morpholino oligonucleotide wherein a 5’-hydroxy group or a hydroxy group present on a substituent of
the 5’-hydroxy group is protected by a particular protecting group, and the morpholine ring nitrogen atom is optionally
protected by a temporary protecting group removable under acidic conditions, a morpholino nuclectide wherein the 5'-
hydroxy group or the hydroxy group present on the substituent of the 5’-hydroxy group is protected by a protecting group
represented by the formula (Il): Z-Y-L-.

[0049] Specifically, a novel compound represented by formula (1) as set out according to the claims (hereinafter to be
referred to as the compound of the present invention) can be mentioned.

[0050] In the below-mentioned production method of the morpholino oligonucleotide of the present invention, the 5'-
hydroxy groupis activated (thio)phosphated or activated (thio)phosphoramidated, and the morpholine ring nitrogen atom
is bonded to p-mer morpholino oligonucleotide (p is any integer of one or more) protected by a temporary protecting
group P1" removable under acidic conditions, whereby the compound of the present invention can form m+1+p-mer
morpholino oligonucleotide (p is any integer of one or more).

[0051] When mis 0, the compound of the present invention is understood to be a "morpholino nucleoside", which is
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a starting compound of the 5'-terminal in the synthesis of the morpholino oligonucleotide of the present invention. In
addition, the compound of the present invention also encompasses one wherein the morpholine ring nitrogen atom on
the 3-terminus side is unprotected (P is a hydrogen atom) in a broad sense.

[0052] In the above-mentioned formula (1), m is any integer of not less than 0, preferably, 0. While the upper limit of
m is not particularly limited, it is preferably 49 or less, more preferably 29 or less, further preferably 19 or less.

[0053] Baseinthe number of m+1 in the above-mentioned formula (l) are each independently an optionally protected
nucleic acid base. The "optionally protected nucleic acid base" means, for example, that an amino group may be protected
in an adenyl group, a guanyl group or a cytosyl group, which is a nucleic acid base having an amino group, or imide
group is optionally protected in a thymyl group, an uracil group having a cyclic imide group, and a nucleic acid base
wherein the amino group therein is protected by a protecting group as set out in the claims, sustainable under the
deprotection conditions of the morpholine ring nitrogen atom is preferable.

[0054] "Amino-protecting groups" and "imido-protecting groups" are described in Greene’s PROTECTIVE GROUPS
IN ORGANIC SYNTHESIS, 4th ed., JOHN WILLY&SONS (2006).

[0055] The "amino-protecting group” and "imideprotecting group" are selected from a pivaloyl group, a pivaloyloxyme-
thyl group, atrifluoroacetyl group, a phenoxyacetyl group, a 4-isopropylphenoxyacetyl group, a 4-tert-butylphenoxyacetyl
group, an acetyl group, a benzoyl group, an isobutyryl group, a dimethylformamidinyl group, a 9-fluocrenylmethyloxycar-
bonyl group . Amongthem, a phenoxyacetyl group, a 4-isopropylphenoxyacetyl group, an acetyl group, a benzoyl group,
an isobutyryl group and a dimethylformamidinyl group are preferable. In addition, the carbonyl group of the nucleic acid
base is optionally protected

[0056] by reacting phenol, 2,5-dichlorophenol, 3-chlorophenol, 3,5-dichlorophenol, 2-formylphenol, 2-naphthol, 4-
methoxyphenol, 4-chlorophenol, 2-nitrophenol, 4-nitrophenal, 4-acetylaminophenol, pentafluorophenol, 4-pivaloyloxy-
benzyl alcohol, 4-nitrophenethyl alcohol, 2-(methylsulfonyl)ethanol, 2-(phenylsulfonyl)ethanol, 2-cyanoethanol, 2-(tri-
methylsilyl)ethanol, dimethylcarbamoyl chloride, diethylcarbamoyl chloride, ethylphenylcarbamoyl chloride, 1-pyrrolidi-
necarbonyl chloride, 4-morpholinecarbonyl chloride, diphenylcarbamoyl chloride . In some cases, the carbonyl-protecting
group does not particularly need to be introduced.

[0057] The temporary protecting group P1 that can be used as the protecting group of the morpholine ring nitrogen
atom at the 3'-terminus of the present invention is a trityl group, 9-(9-phenyl)xanthenyl group, a 9-phenylthioxanthenyl
group, di(C_g alkoxy)trityl groups such as a 1,1-bis(4-methoxyphenyl)-1-phenylmethyl group, a dimethoxytrityl group or
mono (C4_45 alkoxy) trityl groups such as 1-(4-methoxyphenyl)-1,1-diphenylmethyl group, monomethoxytrityl group .
[0058] Among these, a trityl group, a monomethoxytrityl group and a dimethoxytrityl group are preferable, and a
dimethoxytrityl group is more preferable, in view of easiness of deprotection and easy availability. Among these, a trityl
group, a monomethoxytrityl group and a dimethoxytrityl group are preferable, and a trityl group and a dimethoxytrityl
group are more preferable, in view of easiness of deprotection and easy availability.

[0059] In the above-mentioned formula (1), X in the number of m are each independently a C,_ alkoxy group, a di-
C,.s alkylamino group, or a piperazino group wherein a nitrogen atom at the 4-position is protected by an acyl group
and further optionally substituted, preferably a di-C,_g alkylamino group.

[0060] As the C,_4 alkoxy group, a methoxy group or an ethoxy group is preferable, and a methoxy group is more
preferable.

[0061] Asthe di-C_galkylamino group, a dimethylamino group, a diethylamino group, an N-ethyl-N-methylamino group
and the like are preferable, and a dimethylamino group is preferable.

[0062] As the protecting group of the 4-position nitrogen atom of the piperazino group, an acyl group is used, for
example, an acyl group having a fluoro group in the carbon chain, such as a monofluoroacetyl group, a difluoroacetyl
group, a trifluoroacetyl group, a 2-fluoropropionyl group, a 2,2-difluoropropionyl group, a 3,3, 3-trifluoropropionyl group,
a 2,3,3,3-tetrafluoropropionyl group, a pentaflucropropionyl group and the like, is more preferable. While the protecting
group is generally deprotected after completion of the elongation reaction, the amino group of the piperazino group may
be further modified, after deprotection, by a modifying group according to the method described in WO 2008/008113.
Examples of the modifying group include a halogen atom, an alkyl group, an aralkyl group, an alkoxy group, an acyl
group, an alkenyl group, an alkynyl group, a cycloalkyl group, an aryl group, a hydroxy group, a nitro group, a cyano
group, a guanidyl group, a carboxy group, an alkoxycarbonyl group, a sulfo group, a phospho group, an alkylthio group,
an alkylsulfinyl group, an alkylsulfonyl group and the like. As the modifying group of the piperazino group, an optionally
substituted acyl group is used , and an acyl group (e.g., 6-guanidinohexanoyl group) optionally substituted by a guanidyl
group is more preferable. In the piperazino group, the hydrogen atom bonded to the carbon atom of the piperazino group
may be substituted, and examples of the substituent include an alkyl group (preferably having 1 - 3 carbon atoms) such
as a methyl group and the like, and the like.

[0063] W inthe number of mis each independently an oxygen atom or a sulfur atom, preferably an oxygen atom.
[0064] S'inthe above-mentioned formula (1) is a single bond, or a group represented by *O-S2™ (wherein * indicates
the bonding position to L, ** indicates the bonding position to 5’-hydroxy group, and S? is a spacer having a main chain
having an atomic number of 1 to 20), preferably a single bond.
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[0065] The "spacer having a main chain having an atomic number of 1 to 20" for S2 is a divalent group formed by
removing a hydroxy group from the aforementioned "substituent having a hydroxy group" when the 5-hydroxy group
has a substituent.

[0066] A preferable embodiment of the linker L represented by the above-mentioned formula (a1) is a group wherein,
in the formula (a1), L, is an ethylene group or CH,-O-1,4-phenylene-O-CH,; and L, is C(=0), or a group represented
by ***N(R3)-R1-N(R2)C(=0)** (wherein ** indicates the bonding position to L,, *** indicates the bonding position to Y,
R'is a C4 4 alkylene group, and RZ and R3 are each independently a hydrogen atom or an optionally substituted C,_4
alkyl group, or R? and R3 are optionally joined to form an optionally substituted C4_4 alkylene bond).

[0067] Another preferable embodiment of the linker L represented by the above-mentioned formula (a1) is a group
wherein, in the formula (a1),

L, is an ethylene group; and
L, is C(=0).

[0068] Another preferable embodiment of the linker L represented by the above-mentioned formula (a1) is a group
wherein, in the formula (a1),

L, is an ethylene group; and
the moiety of N(R3)-R1-N(R2) for L, is a piperazinylene group.

[0069] Another preferable embodiment of the linker L represented by the above-mentioned formula (a1) is a group
wherein, in the formula (a1),

L, is an ethylene group; and

L, is a group represented by ***N (R3)-R1-N(R2)C(=0)** (wherein** indicates the bonding position to L', *** indicates
the bonding position to Y, R is a pentylene group or a hexylene group, and R? and R3 are each independently a
hydrogen atom or a methyl group).

[0070] A particularly preferable example of the above-mentioned linker L is a single bond or a succinyl group since it
is easily available and economical.

[0071] Y inthe above-mentioned formula (I) is a single bond, an oxygen atom, or NR (wherein R is a hydrogen atom,
an alkyl group or an aralkyl group).

[0072] In the present specification, the "alkyl group” for R is a C4_4g alkyl group, more preferably a C,_g alkyl group.
Specific preferable examples thereof include methyl, ethyl, propyl, isopropyl, butyl, isobutyl, sec-butyl, tert-butyl and the
like, and methyl and ethyl are particularly preferable.

[0073] In the present specification, the "aralkyl group” for R is a C,_,q aralkyl group, more preferably a C;_4g aralkyl
group (Cg_1g aryl-Cq_g alkyl group) . Specific preferable examples thereof include benzyl, 1-phenylethyl, 2-phenylethyl,
1-phenylpropyl, a-naphthylmethyl, 1-(a-naphthyl)ethyl, 2-(a-naphthyl)ethyl, 1-(a-naphthyl)propyl, B-naphthylmethyl,
1-(B-naphthyl)ethyl, 2-(B-naphthyl)ethyl, 1-(B-naphthyl)propyl and the like, and benzyl is particularly preferable.

[0074] Ris preferably a hydrogen atom, a C4_g alkyl group or a C_4g aralkyl group, more preferably a hydrogen atom,
methyl, ethyl or benzyl, particularly preferably a hydrogen atom.

[0075] Y is preferably a single bond, an oxygen atom or NH.

[0076] Zis a group represented by the formula (a2).

[0077] The preferable embodimentfor Zinthe above-mentionedformula (1), thatis, a group represented by the formula
(a2) for Zin the above-mentioned formula (I} is a particular benzyl group (in the formula (a2), both R, and Ry are hydrogen
atoms, and R4 is a hydrogen atom); a particular benzoyl group (in the formula (a2) wherein R, and Ry, are joined to form
an oxygen atom, and R4 is a hydrogen atom); a particular diphenylmethyl group (in the formula (a2), R, is a hydrogen
atom, R4 is a hydrogen atom, kis 1 to 3, and R, is a group represented by the formula (a3) (wherein R€ is a hydrogen
atom, and j is 0 or 1)); a particular fluorenyl group (in the formula (a2), R, is a hydrogen atom, kis 1, Ry is a group
represented by the formula (a3) (wherein jis 0)), and R€ is a single bond together with R* to form a fluorene ring together
with ring A); a particular xanthenyl group (in the formula (a2), R, is a hydrogen atom, kis 1, R, is a group represented
by the formula (a3) (wherein jis 0), and R® is -O- together with R4 to form a xanthine ring together with ring A).

[0078] In the QRS group in the number of k in the above-mentioned formula (a2), and the QR7 group in the number
of jin the formula (a3), Q is a single bond, or -O-, -S-, -OC(=0)-, - NHC(=0)- or -NH-, preferably -O-. The QRS group in
the number of k, and QR7 group in the number of j may be the same or different.

[0079] In the above-mentioned formula (a2), the "R, and R,, are joined to form an oxygen atom" means that R, and
Ry, are joined to form a carbonyl group (C(=0)).

[0080] The "organic group having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or
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an alkenyl group having not less than 10 and not more than 300 carbon atoms" for RS or R7 is a monovalent organic
group having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having
not less than 10 and not more than 300 carbon atoms in the molecule structure thereof.

[0081] The carbon number of the "alkyl group having not less than 10 and not more than 300 carbon atoms and/or
alkenyl group having notless than 10 and not more than 300 carbon atoms" of the "organic group having an alkyl group
having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not
more than 300 carbon atoms" is preferably 14 - 40, more preferably 14 - 30.

[0082] The moiety of the "alkyl group having not less than 10 and not more than 300 carbon atoms and/or alkenyl
group having not less than 10 and not more than 300 carbon atoms" of the "organic group having an alkyl group having
not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms" is not particularly limited, and it may be present at the terminus (monovalent group), or the other
site (e.g., divalent group).

[0083] As the "alkyl group having not less than 10 and not more than 300 carbon atoms and/or alkenyl group having
not less than 10 and not more than 300 carbon atoms"”, a monovalent group and a divalent group induced therefrom
can be mentioned. Among them, an alkyl group having 14 - 40 carbon atoms is preferable, and an alkyl group having
14 - 30 carbon atoms is particularly preferable. Specific examples of the "alkyl group having not less than 10 and not
more than 300 carbon atoms and/or alkenyl group having not less than 10 and not more than 300 carbon atoms" include
monovalent linear aliphatic hydrocarbon groups such as a decyl group, a dodecyl group, a tridecyl group, a myristyl
group, a cetyl group, a stearyl group, an oleyl group, a linolyl group, an arachyl group, a behenyl group and the like,
monovalent branched chain aliphatic hydrocarbon groups such as a 3,7,11,15-tetramethylhexadecyl group, a 3,7,11-
trimethyldodecyl group, a2,2,4,8,10,10-hexamethyl-5-dodecanoyl group and the like, and divalent groups induced there-
from.

[0084] Inthe "organic group having an alkyl group having notless than 10 and not more than 300 carbon atoms and/or
an alkenyl group having not less than 10 and not more than 300 carbon atoms”, the moiety other than the "alkyl group
having not less than 10 and not more than 300 carbon atoms and/or alkenyl group having not less than 10 and not more
than 300 carbon atoms" optionally has a moiety such as -O-, -S-, -COO-, -OCONH-, and - CONH-, and a hydrocarbon
group (monovalent group or divalent group) as a linker. The "hydrocarbon group" is an aliphatic hydrocarbon group, an
aromatic aliphatic hydrocarbon group, a monocyclic saturated hydrocarbon oup or an aromatic hydrocarbon group .
[0085] Specifically, monovalent groups selected from an C,_;, alkyl group, a linear or branched C,_g alkenyl group, a
C,.6 cycloalkyl, a Cg_q4 aryl group, or a C,_,q aralkyl group or a divalent group derived therefrom.

[0086] The"hydrocarbon group"is optionally substituted by a substituent selected from a halogen atom (chlorine atom,
bromine atom, fluorine atom, iodine atom), a C,_g alkyl group optionally substituted by one or more halogen atoms, an
0X0 group .

[0087] The "organic group having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or
an alkenyl group having not less than 10 and not more than 300 carbon atoms" indicated as "R® (group)" and/or "R7
(group)” constituting Z in the above-mentioned formula (1) may contain plural "alkyl groups having not less than 10 and
not more than 300 carbon atoms and/or alkenyl groups having not less than 10 and not more than 300 carbon atoms"
due to branching and the like. When a plurality of “alkyl group having not less than 10 and not more than 300 carbon
atoms and/or alkenyl group having not less than 10 and not more than 300 carbon atoms" is present in the "organic
group having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or an alkeny! group having
not less than 10 and not more than 300 carbon atoms", they may be the same or different.

[0088] The lower limit of the total carbon number of the "organic group having an alkyl group having not less than 10
and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than 300 carbon
atoms" for "R (group)" and/or "R7 (group)" constituting Z in the above-mentioned formula (I1) is preferably 10 or more,
more preferably 12 or more, further preferably 14 or more, still more preferably 18 or more, and particularly preferably
30 or more. On the other hand, the upper limit of the total carbon number of the "organic group having a an alkyl group
having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not
more than 300 carbon atoms" for "R3(group)" and/or "R7(group)" is preferably 200 or less, more preferably 150 or less,
further preferably 120 orless, still more preferably 100 or less, especially preferably 80 or less, and particularly preferably
60 or less. When the carbon number is higher, the crystallinity or solubility of the compound of the present invention in
a polar solvent is fine even when the morpholino oligonucleotide has a long chain.

[0089] A preferable embodiment of Z represented by the above-mentioned formula (a2) is a group represented by the
formula (a2), wherein, in the formula (a2),

R, and Ry, are both hydrogen atoms;

R4 is a hydrogen atom,

Q in the number of k is -O-,

RS in the number of k are each independently a group as defined in the claims having an alkyl group having not
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less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms (e.g., C4p4g alkyl group); and
kis an integer of 1 - 3.

[0090] Another preferable embodiment of Z represented by the above-mentioned formula (a2) is a group wherein, in
the formula (a2),

kis an integer of 1 - 3;

R, and Ry, are both hydrogen atoms;

R4 is a hydrogen atom,

Q in the number of k is -O-,

RS in the number of k are each independently a benzyl group having 1 - 3 alkyl groups having not less than 10 and
not more than 300 carbon atoms and/or alkenyl groups having not less than 10 and not more than 300 carbon
atoms, or a cyclohexyl group having 1 - 3 alkyl groups having notless than 10 and not more than 300 carbon atoms
and/or alkenyl groups having not less than 10 and not more than 300 carbon atoms; and ring A optionally further
has, in addition to QRS in the number of k, substituent(s) selected from the group consisting of a halogen atom, a
C,.s alkyl group optionally substituted by a halogen atom, and a C,_g alkoxy group optionally substituted by a halogen
atom.

[0091] Another preferable embodiment of Z represented by the above-mentioned formula (a2) is a group wherein, in
the formula (a2),

R, is a hydrogen atom; and

Ry, is a group represented by the above-mentioned formula (a3) (wherein * indicates a bonding position; j is an
integer of 0 to 3; Q in the number of jis -O-; R7 in the number of j are each independently a C4,_4q alkyl group; and
R4 and R® are both hydrogen atoms.

[0092] Astillanother preferable embodiment of Z represented by the above-mentioned formula (a2) is a group wherein,
in the formula (a2),

R, is a hydrogen atom;

Ry, is a group represented by the above-mentioned formula (a3) (wherein * indicates a bonding position; j is an
integer of 0 to 3; Q in the number of jis -O-; R7 in the number of j are each independently a C4q_44 alkyl group;

R6 is joined with R4 of ring A to form a single bond or -O-, and therefore, ring A and ring B form a fluorenyl group
or a xanthenyl group in combination.

[0093] Another preferable embodiment of Z represented by the above-mentioned formula (a2) is a group wherein, in
the formula (a2),

R, and Ry, are joined to form an oxygen atom;

R4 is a hydrogen atom,

Q in the number of k is -O-,

RS in the number of k are each independently a group as defined in the claims having an alkyl group having not
less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms (e.g., C4p4g alkyl group); and

kis an integer of 1 - 3.

[0094] Another preferable embodiment of Z represented by the above-mentioned formula (a2) is a group wherein, in
the formula (a2),

kis an integer of 1 - 3;

R, and Ry, are joined to form an oxygen atom;

R4 is a hydrogen atom;

Q in the number of k is -O-,

RS in the number of k are each independently a benzyl group having 1 - 3 alkyl groups having not less than 10 and
not more than 300 carbon atoms and/or alkenyl groups having not less than 10 and not more than 300 carbon
atoms, or a cyclohexyl group having 1 - 3 alkyl groups having notless than 10 and not more than 300 carbon atoms
and/or alkenyl groups having not less than 10 and not more than 300 carbon atoms; and ring A optionally further
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has, in addition to QRS in the number of k, substituent(s) selected from the group consisting of a halogen atom, a
C4. alkyl group optionally substituted by a halogen atom(s), and a C4_ alkoxy group optionally substituted by a
halogen atom(s).

[0095] Asthe protecting group representedbythe formula(ll): Z-Y-L-, a group not easily cleaved under acidic conditions
under which the protecting group P! of the morpholine ring nitrogen atom at the 3’-terminus can be removed, and cleaved
under basic conditions is preferable.

[0096] Representative examples of the protecting group include a group wherein, for example,

L is a group represented by the above-mentioned formula (a1) (preferably a succinyl group etc.), and
Z-Y is the following group:

a 3,4,5-tri(octadecyloxy)benzyloxy group,

a 3,5-di(docosyloxy)benzyloxy group,

a 3,5-bis[3',4’,5-tri(octadecyloxy)benzyloxy]benzyloxy group,

a 3,4,5-tris[3",4’,5'-tri(octadecyloxy)benzyloxy]benzyloxy group,

a 3,4,5-tri(octadecyloxy)benzylamino group,

a 2,4-di(docosyloxy)benzylamino group,

a 3,5-di(docosyloxy)benzylamino group,

a di(4-docosyloxyphenyl)methylamino group,

a 4-methoxy-2-[3’,4’,5-tri(octadecyloxy)benzyloxylbenzylamino group,
a 4-methoxy-2-[3’,4’,5-tri(octadecyloxy)cyclohexylmethyloxylbenzylamino group,
a 2,4-di(dodecyloxy)benzylamino group,

a phenyl(2,3,4-tri(octadecyloxy)phenyl)methylamino group,

a di[4-(12-docosyloxydodecyloxy)phenylmethylamino group,

a 3,5-bis[3',4’,5-tri(octadecyloxy)benzyloxy]benzylamino group, or

a 3,4,5-tris[3",4’,5'-tri(octadecyloxy)benzyloxylbenzylamino group.

[0097] As another embodiment of the protecting group Z-Y-L-, the following benzylsuccinyl groups and diphenylmeth-
ylsuccinyl groups can be mentioned.

a 2-{2,4-di(2",3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonyl group;

a 3,5-di(2’,3’-dihydrophytyloxy)benzylsuccinyl group;

a 4-(2',3'-dihydrophytyloxy)benzylsuccinyl group;

a 2-{1-[(2-chloro-5-(2',3’-dihydrophytyloxy)phenyl)]benzylaminocarbonyl}ethylcarbonyl group;

a 3,4,5-tri(2’,3'-dihydrophytyloxy)benzylsuccinyl group;

a 2-{3,4,5-tri(2’,3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonyl group;

a 2-{4-(2',3’-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonyl group;

a 2-{2-[3,4",5'-tri(2",3"-dihydrophytyloxy)benzyloxy]-4-methoxybenzylaminocarbonyl}ethylcarbonyl group;
a 2-{4-(2',3-dihydrophytyloxy)-2-methoxybenzylaminocarbonyl}ethylcarbonyl group;

a 4-(2',3'-dihydrophytyloxy)-2-methylbenzylsuccinyl group;

a 2-{4-(2',3’-dihydrophytyloxy)-2-methylbenzylaminocarbonyl}ethylcarbonyl group;

a 4-[2,2,4,8,10,10-hexamethyl-5-dodecanoylamino]benzylsuccinyl group;

a 2-{4-[2,2,4,8,10,10-hexamethyl-5-dodecanoylamino]benzylaminocarbonyl}ethylcarbonyl group;

a 4-(3,7,11-trimethyldodecyloxy)benzylsuccinyl group;

a 2-{4-(3,7,11-trimethyldodecyloxy)benzylaminocarbonyl}ethylcarbonyl group;

a 2-{3,5-di(2’",3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonyl group;

a 2-{1-[2,3,4-tri(2’,3’-dihydrophytyloxy)phenyl]benzylaminocarbonyl}ethylcarbonyl group;

a 2-{1-[4-(2",3’-dihydrophytyloxy)phenyl]-4’-(2' ,3’-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonyl group;
a 3,4,5-tris[3,4,5-tri(2',3’-dihydrophytyloxy)benzyllbenzylsuccinyl group; and

a 2-{3,4,5-tris[3,4,5-tri(2’,3’-dihydrophytyloxy)benzyl]benzylaminocarbonyl}ethylcarbonyl group.

[0098] Another embodiment of the protecting group represented by the formula (Il): Z-Y-L- is a group wherein
L and Y are each a single bond,
Z shows the formula (a2),

R, and Ry, are joined to form an oxygen atom;
R4 is a hydrogen atom,
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Q in the number of k is -O-,
RS in the number of k are each independently a group as defined in the claims having an alkyl group having not
less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms (e.g., C4p4g alkyl group); and

5 kis an integer of 1 - 3.

[0099] Another embodiment of the protecting group represented by the formula (Il): Z-Y-L- is a group wherein

L shows the formula (a1),

10 L, is ***N(R3)-R1-N(R2)C(=0)** (wherein ** indicates the bonding position to L1, *** indicates the bonding position
to Y, R is an optionally substituted C,_,, alkylene group, RZ and R? are each independently a hydrogen atom or
an optionally substituted C,_,, alkyl group, or R and R3 are optionally joined to form an optionally substituted C4_,
alkylene bond),

Y is a single bond,
15 Z shows the formula (a2),
R, and Ry, are joined to form an oxygen atom;
R4 is a hydrogen atom,
Q in the number of k is -O-,
RS in the number of k are each independently a group as defined in the claims having an alkyl group having not

20 less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms (e.g., C4p4g alkyl group); and
kis an integer of 1 - 3.

[0100] A preferable embodimentofthe compoundofthe presentinvention represented by the formula (1) isa compound
25 of the formula (1), wherein

mis 0,
Base is a cytosyl group, a uracil group, a thyminyl group, an adenyl group, or a guanyl group, each of which is
optionally protected,
30 P1is a trityl group, a di (C_g alkoxy) trityl group or a mono(C_g alkoxy)trityl group;
S'is a single bond; and
Z-Y-L is as defined in formula (I) in the claims.

[0101] Another preferable embodiment of the compound of the present invention represented by the formula (I) is a
35 compound of the formula (1), wherein

mis 0,
Base is a cytosyl group, a uracil group, a thyminyl group, an adenyl group, or a guanyl group, each of which is
optionally protected,
40 P1is a trityl group, a dimethoxytrityl group or a
monomethoxytrityl group;
S1is a single bond; and
Z-Y-L is as defined in formula (I) in the claims.

45 [0102] A still another preferable embodiment of the compound of the present invention represented by the formula (1)
is a compound of the formula (I), wherein

mis 0,

Base is a cytosyl group, a uracil group, a thyminyl group, an adenyl group, or a guanyl group, each of which is
50 optionally protected,

P'is a trityl group;

S1is a single bond; and

Z-Y-L is as defined in formula (I) in the claims.

55 [Production method of the compound of the present invention]

[0103] A production method of the compound of the present invention represented by the formula (1) wherein mis 0,
and S1is asingle bond (hereinafter to be referred to as "the formula (1a)") is not particularly limited, and it can be produced
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by a method known per se (Richard T. Pon et al., Nucleic Acids Research 2004, 32, 623-631) or a method analogous
thereto.

[0104] A general production method of a compound of the above-mentioned formula (la) wherein L is a succinyl group
is shown below.

T condensing
Z—Y—H agent

(wherein each symbol is as defined above.)

[0105] Morpholino nucleoside (a) wherein the 3’-terminus morpholine ring nitrogen atom is protected by a protecting
group P1 is reacted with succinic anhydride in the presence of a base to give compound (b) wherein succinic acid is
introduced into the 5’-hydroxy group. Compound (b) is subjected to a dehydration condensation with a precursor (Z-Y-
H) (alcohol or amine) of the protecting group in the presence of a condensing agent, whereby a compound represented
by the formula (la) can be obtained.

[0106] The conversion step of the above-mentioned morpholino nucleoside (a) to compound (b) is advantageously
performedin asolventinert to the reaction. While such solvent is not particularly limited as long as the reaction proceeds,
halogenated hydrocarbon solvents such as dichloromethane, 1,2-dichloroethane, chloroform, carbon tetrachloride and
the like, aromatic hydrocarbon solvents such as benzene, toluene, xylene and the like, aliphatic hydrocarbon solvents
such as pentane, hexane, heptane, octane and the like, ether solvents such as diethyl ether, tetrahydrofuran, cyclopentyl
methyl ether and the like, and mixed solvents thereof are preferable. Of these, dichloromethane and chloroform are
particularly preferable.

[0107] While the base is not particularly limited, for example, an organic base mentioned below can be used, with
preference given to N,N-dimethylaminopyridine, triethylamine and the like.

[0108] The above-mentioned dehydration condensation step is advantageously performed in a solvent inert to the
reaction. While such solventis not particularly limited as long as the reaction proceeds, halogenated hydrocarbon solvents
such as dichloromethane, 1,2-dichloroethane, chloroform, carbon tetrachloride and the like, aromatic hydrocarbon sol-
vents such as benzene, toluene, xylene andthe like, or aliphatic hydrocarbon solvents such as pentane, hexane, heptane,
octane and the like, and mixed solvents thereof are preferable. Ofthese, dichloromethane and chloroform are particularly
preferable.

[0109] Examples of the condensing agent used for the condensation reaction of compound (b) with Z-Y-H include
dicyclohexylcarbodiimide (DCC), diisopropylcarbodiimide (DIC), N-ethyl-N'-(3-dimethylaminopropyl)carbodiimide and
hydrochloride thereof (EDC HCI), (benzotriazol-1-yloxy)tripyrrolidinophosphonium hexafluorophosphate (PyBop),
O-(benzotriazol-1-yl)-N,N,N’,N’-tetramethyluronium tetrafluoroborate (TBTU), 1-[bis(dimethylamino)methylene]-5-chlo-
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ro-1H-benzotriazolium-3-oxide hexafluorophosphate (HCTU), O-benzotriazole-N,N,N’,N’-tetramethyluronium hexafluor-
ophosphate (HBTU) and the like. Of these, HBTU, HCTU, N-ethyl-N’-(3-dimethylaminopropyl)carbodiimide and hydro-
chloride thereof (EDC HCI) are preferable.

[0110] The amount of the condensing agent to be used is 1 to 10 mol, preferably 1 to 5 mol, per 1 mol of compound
(b). The amount of Z-Y-H to be used is 1 to 10 mol, preferably 1 to 5 mol, per 1 mol of compound (b). While the reaction
temperature is not particularly limited as long as the reaction proceeds, it is preferably -10°C to 50°C, more preferably
0°C to 30°C. The reaction time is 30 min to 70 hr.

[0111] Acompound of the above-mentioned formula (la) wherein Lis other than a succinyl group can also be produced
by performing a reaction similar to the above-mentioned production method except that a corresponding acid anhydride,
a corresponding dicarboxylic acid halide, an activated ester of corresponding dicarboxylic acid and the like is used
instead of succinic anhydride.

[0112] A compound wherein S1is "O-S2™ (wherein each symbol is as defined above) can be produced by introducing
the aforementioned "substituent having a hydroxy group” into the 5’-hydroxy group of the morpholino nucleoside (a) by
a known method (e.g., the method described in WO 2008/008113) and thereafter following the above-mentioned method.
[0113] AcompoundwhereinY is asingle bond can be produced by reacting an activated derivative (halide, acid halide,
activated carboxy group etc.) of Z-Y-H with morpholino nucleoside (a) by a method known per se, or reacting Z-Y-H with
morpholino nucleoside (a) in the presence of a condensing agent. The condensation reaction of Z-Y-H and morpholino
nucleoside (a) can be performed in the same manner as in the condensation reaction of Z-Y-H and compound (b).
[0114] A compound of the above-mentioned formula () wherein m is one or more can be produced by repeating the
5'-terminus elongation process according to the following production method of the present invention and using a com-
pound represented by the formula (la) as a starting material.

[0115] While the production method of precursor (Z-Y-H) (alcohol, amine or carboxylic acid) of the aforementioned
protecting group is not particularly limited, it can be produced from a starting compound according to a method known
per se (e.g., Bull. Chem. Soc. Jpn. 2001, 74, 733-738, JP-A-2000-44493, WO 2006/104166, WO 2007/034812, WO
2007/122847, WO 2010/113939, JP-A-2010-275254, WO 2012/157723 etc.) or a method analogous thereto.

[0116] A compound to be used as a starting compound, for example, a halide corresponding to RS and R7 constituting
Z in the formula (1) and the like is a commercially available product, or can be produced according to a method known
per se or a method analogous thereto.

[0117] Theprecursor(Z-Y-H)ofthe protecting group can be produced by a method known per se or amethod analogous
thereto, as mentioned above. When a starting compound has a substituent (e.g., hydroxy group, amino group, carboxy
group) that influences the reaction, the starting compound is generally protected in advance by a suitable protecting
group according to a known method and then subjected to the reaction. Such protecting group can be removed after
the reaction by a known method such as an acid treatment, an alkali treatment, a catalytic reduction and the like.
[0118] While the production method of morpholino nucleoside (a) wherein the 3'-terminus morpholine ring nitrogen
atom is protected by protecting group P is not particularly limited, it can be produced from morpholino nucleoside (1)
by a method known per se (e.g., see WO 91/09033A1) or a method analogous thereto.

[0119] For example, when P1is a trityl group, morpholino nucleoside (1) is reacted with trityl chloride in the presence
of a base such as triethylamine and the like, whereby compound (a) can be obtained.

[0120] Compound (a) wherein P1is a hydrogen atom can be obtained by subjecting compound (a) wherein P1is a
temporary protecting group to the below-mentioned deprotection step (1).

[Production method of the present invention]

[0121] The production method of the morpholino oligonucleotide of the presentinvention (hereinafterto be also referred
to as the "production method of the presentinvention") is explained. Specifically, a production method from appropriately
protected n-mer morpholino oligonucleotide to appropriately protected n+p-mer morpholino oligonucleotide is explained.
For example, when n=1, n-mer morpholino oligonucleotide is to be understood as "morpholino nucleoside”, and when
p=1, p-mer morpholino oligonucleotide is to be understood as "morpholino nucleoside" and n+p-mer morpholino oligo-
nucleotide is to be understood as "dinucleotide".

[0122] The production method of the present invention comprises the following step (2).

[0123] (2) A step of obtaining n+p-mer morpholino oligonucleotide, comprising condensing a p-mer morpholino oligo-
nucleotide (pis any integer of one or more) according to formula (iii) of the claims. with an n-mermorpholino oligonucleotide
(nis an integer of one or more) according to formula (i) or (ii) of the claims.

[0124] While the upper limit of n is not particularly limited, it is preferably not more than 50, more preferably not more
than 30, further preferably not more than 20.

[0125] While the upper limit of p is not particularly limited, it is preferably not more than 50, more preferably not more
than 30, further preferably not more than 20, still further preferably not more than 5, particularly preferably not more than 3.
[0126] The production method of the present invention preferably further contains the following step (1), whereby n-
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mer morpholino oligonucleotide wherein the 5’-hydroxy group or the hydroxy group present on the substituent of the 5'-
hydroxy group used in step (2) is protected by a protecting group Z-Y-L as set out in the claims having an alkyl group
having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not
more than 300 carbon atoms, and the morpholine ring nitrogen atom is not protected is prepared.

(1) A step of removing the temporary protecting group of the morpholine ring nitrogen atom by reacting, before the
condensation step (2), the n-mer morpholino oligonucleotide wherein the 5-hydroxy group or the hydroxy group
present on the substituent of the 5’ -hydroxy group is protected by a protecting group Z-Y-L as set out in the claims
having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having
not less than 10 and not more than 300 carbon atoms, and the morpholine ring nitrogen atom is protected by a
temporary protecting group P! as set out in the claims, removable under acidic conditions, with an acid in a non-
polar solvent.

[0127] Preferably, step (1) further includes a step of removing the temporary protecting group of the morpholine ring
nitrogen atom and thereafter neutralizing same with an organic base. Consequently, steps (1) and (2) can be continuously
performed in a liquid and morpholino oligonucleotide containing elongated morpholino nucleotide can be continuously
obtained.

[0128] Since the 5’-hydroxy group or the hydroxy group present on the substituent of the 5’-hydroxy group of the n-
mer morpholino oligonucleotide is protected by a protecting group Z-Y-L as set out in the claims having an alkyl group
having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not
more than 300 carbon atoms, the liposolubility of the obtained n+p-mer morpholino oligonucleotide is improved and, for
example, by comprising the following step (3), the n+p-mer morpholino oligonucleotide can be purified conveniently and
effectively by removing excess starting materials and byproducts:

(3) astep of adding a polar solventto the reaction mixture obtainedin step (1) or (2) to precipitate n+p-mer oligonucleotide,
and obtaining same by solid-liquid separation.

[0129] Step (3) may be performed, as shown in the following (A) - (C), with both the reaction mixtures of steps (1) and
(2), or only one of the reaction mixtures of steps (1) and (2).

(A) step (1) — step (3) —» step (2) — step (3)
(B) step (1) — step (2) —» step (3)
(C) step (1) — step (3) — step (2)

[0130] A protecting group having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or
an alkenyl group having not less than 10 and not more than 300 carbon atoms is the formula (II) Z-Y-L- (wherein each
symbol is as described above), in which case the above-mentioned step (3) can be more efficiently performed.

[0131] Whenthe amountofthe by-product generated can be controlled by the management of equivalent of the starting
materials and controlling the reaction, it is preferable to repeat steps (1) and (2) as a basic unit, which includes step (3) .
[0132] Since the generation of by-product can be strictly managed and controlled and highly pure morpholino oligo-
nucleotide can be obtained, it is preferable to repeat any of the above-mentioned (A) - (C) containing step (1) to step
(3) as a basic unit.

[0133] Morpholino oligonucleotide can be isolated and produced by further including step (4) in the production method
of the present invention:

(4) A step of removing all the protecting groups of the obtained n+p-mer morpholino oligonucleotide.

[0134] Each step is explained in detail in the following.

1. Explanation of "n-mer morpholino oligonucleotide"

[0135] First, n-mer morpholino oligonucleotide used as a starting material of steps (1) and (2) is explained.

[0136] Then-mermorpholinooligonucleotide usedinstep(1)is, forexample, n-mer morpholino oligonucleotide wherein
the 5’-hydroxy group or the hydroxy group present on the substituent of the 5" -hydroxy group is protected by a protecting
group Z-Y-L as set outin the claims having an alkyl group having not less than 10 and not more than 300 carbon atoms
and/or an alkenyl group having not less than 10 and not more than 300 carbon atoms, and the morpholine ring nitrogen
atom is protected by a temporary protecting group P71 as set out in the claims, removable under acidic conditions, as
shown by,

formula (i) as defined in the claims, and the n-mer morpholino oligonucleotide used in step (2) is h-mer morpholino
oligonucleotide wherein the 5’-hydroxy group or the hydroxy group present on the substituent of the 5’-hydroxy group
is protected by a protecting group Z-Y-L as set out in the claims having an alkyl group having not less than 10 and not
more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than 300 carbon atoms, and

17



(4]

10

15

20

25

30

35

40

45

50

55

DK/EP 3015467 T3

the morpholine ring nitrogen atom is not protected, as shown by, for example, the following formula (ii) .

p2—s'-+0

(wherein

m is any integer of not less than 0 which corresponds to n-1, P" is a temporary protecting group removable under
acidic conditions, as set out in the claims

P2 is a protecting group Z-Y-L as set out in the claims having an alkyl group having not less

than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than
300 carbon atoms, and

other symbols are the same as respective definitions in the formula (l).)

[0137] Each symbol in the formulas (i) and (ii) is explained below.

[0138] While the upper limit of m is not particularly limited, it is generally not more than 99, preferably not more than
74, more preferably not more than 49, further preferably not more than 29.

[0139] The temporary protecting group removable under acidic conditions for P in the formula (i) is a trityl group, a
9-(9-phenyl)xanthenyl group, a 9-phenylthioxanthenyl group or di(C4_g alkoxy)trityl groups such as a 1,1-bis(4-methox-
yphenyl)-1-phenylmethyl group, a dimethoxytrityl group mono(C,_4g alkoxy)trityl groups such as 1-(4-methoxyphenyl)-
1,1-diphenylmethyl group, monomethoxytrityl group .

[0140] Amongthese, a trityl group, a monomethoxytrityl group and a dimethoxytrityl group are preferable, and a trityl
group and a dimethoxytrityl group is more preferable, in view of easiness of deprotection and easy availability.

[0141] The " protecting group Z-Y-L as set out in the claims having an alkyl group having not less than 10 and not
more than 300 carbon atoms and/or an alkenyl group having nc 10 and not more than 300 carbon atoms" for P2 in the
formulas (i) and(ii) is a group stable under acidic conditions under which the protecting group of the 3’-terminus morpholine
ring nitrogen atom can be removed and can dissolve n-mer morpholino oligonucleotide in a non-polar solvent as a
reaction solvent to allow for the progress of the reactions in steps (1) and (2). P2 is a group represented by the following
formula (II) as defined in the claims.

Z-Y-L- ()

[wherein each symbol is as defined above] .

[0142] When a protecting group Z-Y-L as set out in the claims having an alkyl group having not less than 10 and not
more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than 300 carbon atoms, a
group represented by the formula (ll), is used as a hydroxy-protecting group of the 5-hydroxy group or the hydroxyl
group present on the substituent of the 5’-hydroxy group, the liposolubility and solubility of n-mer morpholino oligonu-
cleotide and n+p-mer morpholino oligonucleotide in a solvent (particularly, non-polar solvent) can be improved, steps
(1) and (2) can be performed smoothly and, as in the below-mentioned step (3), n-mer morpholino oligonucleotide or
n+p-mer morpholino oligonucleotide can be isolated and purified conveniently.

[0143] L, Y and Zin the formula (ll) are the same as those of L, Y and Z in a group represented by the formula ().
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2. Explanation of "p-mer morpholino oligonucleotide"

[0144] First, p-mer morpholino oligonucleotide used as a starting material of step (2) is explained.

[0145] The"p-mer morpholino oligonucleotide (pis any integer of one or more) wherein a 5’-hydroxy group is activated
(thio)phosphated or activated (thio)phosphoramidated, and a morpholine ring nitrogen atom is protected by a temporary
protecting group P71 as set outin the claims, removable under acidic conditions" used in step (2) is not particularly limited
as long as the structural requirements are met.

[0146] The "5-hydroxy group is activated (thio)phosphated or activated (thio)phosphoramidated" means that 5’-hy-
droxy group of the morpholino oligonuclectide is modified by a group represented by the following formula (c):

L1
S P
X—I:l’ (c)
(wherein
* indicates the bonding position to the 5-terminus hydroxyl group of morpholino oligonucleotide,
L' is a leaving group,
Xis a C4_g alkoxy group, a di-C4_g alkylamino group, or a piperazino group wherein the 4-position nitrogen atom is

protected by an acyl group, and optionally further substituted, and
W is an oxygen atom or a sulfur atom).

[0147] The "activated phosphated" means the above-mentioned formula wherein X is a C4_g alkoxy group, and W is
an oxygen atom.

[0148] The "activated thiophosphated" means the above-mentioned formula wherein X is a C4_g alkoxy group, and W
is a sulfur atom.

[0149] The "activated phosphoramidated’ means the above-mentioned formula wherein X is a di-C4_g alkylamino
group or a piperazino group wherein the 4-position nitrogen atom is protected by a protecting group, and optionally
further substituted, and W is an oxygen atom.

[0150] The "activated (thio)phosphoramidated" means the above-mentioned formula wherein Xis a di-C4_g alkylamino
group or a piperazino group wherein the 4-position nitrogen atom is protected by an acyl group, and optionally further
substituted, and W is a sulfur atom.

[0151] Examples of the leaving group for L include a halogen atom, a methanesulfonyloxy group, a p-toluenesulfo-
nyloxy group and the like, and a chlorine atom is preferable. The definitions, examples and preferable embodiments of
X and W are as explained for the above-mentioned formula (1). The definitions, examples and preferable embodiments
of the "temporary protecting group removable under acidic conditions" are as explained for the above-mentioned formula
.

[0152] The p-mer morpholino oligonucleotide usedin step (2) is a compound represented by the formula (iii) as defined
in the claims.
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(wherein

g is any integer of not less than 0 which corresponds to p-1, P1" is a temporary protecting group removable under
acidic conditions, and

other symbols are the same as respective definitions in the formula (1) and the formula (c)).

q in the formula (iii) is preferably 0. While the upper limit of g is not particularly limited, it is generally not more than
99, preferably not more than 74, more preferably not more than 49, further preferably not more than 29.

[0153] Thetemporary protecting group removable under acidic conditions for P1" in the formula (jii) can be deprotected
under acidic conditions and can be used as a hydroxy-protecting group.

[0154] P is atrityl group, a 9-(9-phenyl)xanthenyl group, a 9-phenylthioxanthenyl group, di(C4_g alkoxy)trityl groups
such as a 1,1-bis(4-methoxyphenyl)-1-phenylmethyl group, dimethoxytrityl and the like or mono(C_; 5 alkoxy)trityl groups
such as 1-(4-methoxyphenyl)-1,1-diphenylmethyl group, monomethoxytrityl group -

[0155] Amongthese, a trityl group, a monomethoxytrityl group and a dimethoxytrityl group are preferable, and a trityl
group and a dimethoxytrityl group are more preferable, in view of easiness of deprotection and easy availability.
[0156] Other symbols in the formula (iii) are as explained for the above-mentioned formulas (I) and (c) .

[0157] The p-mer morpholino oligonucleotide of the present invention can be prepared by a method known per se
(e.g., the method described in WO 91/09033A1), or a method analogous thereto. For example, a compound wherein L1
is a chlorine atom can be produced by reacting a compound of the following formula (ii’) which is a compound represented
by the formula (iii), wherein the 5’-hydroxy group is not activated, with, for example, dichloro(thio)phosphate or dichloro
(thio)phosphoramidate represented by the formula (d): Cl,P(=W) (X) (wherein W and X are as defined above).
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[0158] As dichloro(thio)phosphate or dichloro(thio)phosphoramidate represented by the formula (d), a commercially
available product can be used, or can be produced by a known method (e.g., the methods described in WO 91/09033,
WO 2008/008113 etc.) or a method analogous thereto.

[0159] A compound of the formula (iii’) can be prepared by a known method, for example, WO91/09033 and the like.

3. Explanation of steps (1) - (4)

[0160] While steps (1) - (4) are explained below by reference to the formulas (i), (ii), (iii) and the like for convenience,
they are not limited thereby.

Step (1) (deprotection step)

[0161] Thisstepis astep of removing the temporary protecting group of the morpholine ring nitrogen atom by reacting,
before the condensation step (2), n-mer morpholino oligonucleotide (i) wherein the 5-hydroxy group or the hydroxy
group present on the substituent of the 5-hydroxy group is protected by a protecting group Z-Y-L as set outin the claims
having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not
less than 10 and not more than 300 carbon atoms, and the morpholine ring nitrogen atom is protected by a temporary
protecting group P’ as set out in the claims, removable under acidic conditions, with an acid in a non-polar solvent to
give n-mer morpholino oligonucleotide (ii) wherein the 5’-hydroxy group or the hydroxy group present on the substituent
of the 5’-hydroxy group is protected by a protecting group Z-Y-L as set out in the claims having an alkyl group having
not less than 10 and not more than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more
than 300 carbon atoms, and morpholine ring nitrogen atom is not protected.

acid
——

)
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(wherein each symbol is as defined above).

[0162] This stepis performedin a solvent that does not influence the reaction. Since a higher solubility of the solvent
is expected to afford superior reactivity, a non-polar solvent showing high solubility of n-mer morpholino oligonucleotide
(i) of the present invention is preferably selected. Specifically, examples thereof include halogenated solvents such as
chloroform, dichloromethane, 1,2-dichloroethane and the like; aromatic solvents such as benzene, toluene, xylene,
mesitylene and the like; ester solvents such as ethyl acetate, isopropyl acetate and the like; aliphatic solvents such as
hexane, pentane, heptane, octane, nonane, cyclohexane and the like; non-polar ether solvents such as diethyl ether,
cyclopentyl methyl ether, tert-butyl methyl ether and the like. Among them, dichloromethane, chloroform, 1,2-dichlo-
roethane, benzene, toluene, xylene, mesitylene, hexane, pentane, heptane, nonane, cyclohexane, ethyl acetate, iso-
propyl acetate, tert-butyl methyl ether, cyclopentyl methyl ether, and the like are preferable. Two or more kinds of these
solvents may be used in a mixture in an appropriate ratio.

[0163] In this step, the concentration of n-mer morpholino oligonucleotide (i) in a solvent is not particularly limited as
long as the oligonucleotide is dissolved, it is preferably 1 to 30 mass%.

[0164] While the acid to be used in this step is not particularly limited as long as good deprotection can be achieved,
trifluoroacetic acid, cyanopyridine trifluoroacetate and trifluoroethanol, trimethylamine trifluoroacetate, cyanoacetic acid,
acetic acid, dichloroacetic acid, phosphoric acid, mesylic acid, tosic acid, hydrochloric acid and the like are preferably
used.

[0165] Since good reaction can be achieved, trifluoroacetic acid, cyanopyridine trifluoroacetate, trimethylamine trif-
luoroacetate, and cyanoacetic acid are more preferable, cyanopyridine trifluoroacetate and trimethylamine trifluoroac-
etate are further preferable, and trimethylamine trifluoroacetate is particularly preferable. These acids may be diluted
with the above-mentioned non-polar solvent. When the aforementioned acid is used, it may be combined with a particular
base (e.g., triethylamine etc.) to appropriately adjust the acidity before use.

[0166] The amount of the acid to be used in this step is 1 to 100 mol, preferably 1 to 40 mol, per 1 mol of n-mer
morpholino oligonucleotide (i).

[0167] In this step, a cation scavenger may be added to prevent side reactions due to cationized compound and the
like of protecting group P such as trityl cation and the like resulting from deprotection. Examples of preferable cation
scavengers include pyrrole, indole, ethanol, 2,2, 2-trifluoroethanol, methanol, anisole, p-cresal, triisopropylsilane, mer-
captoethanol, thioanisole and the like. Among these, pyrrole, indole, ethanol, and 2,2,2-trifluoroethanol are more pref-
erable, and ethanol and 2,2, 2-trifluoroethanol are particularly preferable.

[0168] The amount of the cation scavenger to be used can be appropriately determined in consideration of an excess
amount of p-mer morpholino oligonucleotide (iii) relative to n-mer morpholino oligonucleotide (ii) (number of moles of p-
mer morpholino oligonucleotide (iii) - number of moles of n-mer morpholino oligonucleotide (ii)), and is preferably 1 - 20
equivalents, more preferably 1 - 10 equivalents, relative to the excess amount (moles).

[0169] While the reaction temperature in this step is not particularly limited as long as the reaction proceeds, it is
preferably -10°C to 50°C, more preferably 0°C to 40°C. While the reaction time varies depending on the kind of n-mer
morpholino oligonucleotide to be used, the kind of acid, the kind of solvent, the reaction temperature and the like, it is
5minto 5 hr.

[0170] When an acid used as a deprotecting agent is present in the condensation step of the next step, deprotection
of protecting group P! of p-mer morpholino oligonucleotide (iii) is induced. Therefore, a removal treatment or a neutral-
ization treatment is necessary. To continuously perform the deprotection step and subsequent condensation step in a
solution, it is preferable to remove the temporary protecting group of the 3’-terminus morpholine ring nitrogen atom and
neutralize the compound with an organic base in this step.

[0171] The organic base to be used for neutralization is not particularly limited as long as it can neutralize the above-
mentioned acids, and the obtained salt can function as a condensing agent. Since the reaction proceeds smoothly, N,N-
diisopropylethylamine, pyridine, 4-cyanopyridine, triethylamine is preferable, N,N-diisopropylethylamine and triethyl-
amine are more preferable, and N,N-diisopropylethylamine is particularly preferable.

[0172] The amount of the organic base to be used in this stepis 1 to 10 mol, preferably 1 to 3 mol, per 1 mol of the acid.
[0173] A particularly preferable combination of an acid and an organic base in this step is that of cyanopyridine
trifluoroacetate and N,N-diisopropylethylamine or cyanoacetic acid and N,N-diisopropylethylamine.

step (2) (condensation step)

[0174] In this step, a p-mer morpholino oligonucleotide (iii) wherein a 5’-hydroxy group is activated (thio)phosphated
or activated (thio)phosphoramidated, and a morpholine ring nitrogen atom is protected by a temporary protecting group
removable under acidic conditions is condensed with an n-mer morpholino oligonucleotide (ii) wherein a 5-hydroxy
group or a hydroxy group present on a substituent of the 5’-hydroxy group is protected by a protecting group Z-Y-L as
setoutin the claims having an alkyl group having not less than 10 and not more than 300 carbon atoms and/or an alkenyl
group having not less than 10 and not more than 300 carbon atoms, and the morpholine ring nitrogen atom is not
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protected, by a (thio)phosphoramidate bond or (thio)phosphorodiamidate bond via the morpholine ring nitrogen atom to

give n+p-mer morpholino oligonucleotide (iv).

(wherein each symbol is as defined above).
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[0175] As the p-mer morpholino oligonucleotide (iii) wherein a 5’-hydroxy group is activated (thio)phosphated or acti-
vated (thio)phosphoramidated, and a morpholine ring nitrogen atom is protected by a temporary protecting group P1" as
set out in the claims removable under acidic conditions, a morpholino nucleoside wherein p is 1 (i.e., morpholino nucl-
eoside wherein 5’-hydroxy group is activated (thio)phosphated or activated (thio)phosphoramidated, and morpholine
ring nitrogen atom is protected by temporary protecting group P1").

[0176] In this step, the n-mer morpholino oligonucleotide (ii) to be used is not particularly limited, and one obtained in
the aforementioned step (1) can be preferably used. In this case, a p-mer morpholino oligonucleotide (iii) only needs to
be added directly to the reaction mixture after step (1), without isolating the n-mer morpholino oligonucleotide (ii).
[0177] Alternatively, after step (1), the reaction mixture may be subjected to the below-mentioned step (3), n-mer
morpholino oligonucleotide (ii) is once isolated and dissolved in a given solvent, and thereafter, p-mer morpholino
oligonucleotide (iii) may be added.

[0178] This step is performed in a solvent that does not influence the reaction. A non-polar solvent showing high
solubility of n-mer morpholino oligonucleotide (ii) of the present invention is preferably selected. Specifically, examples
thereof include halogenated solvents such as chloroform, dichloromethane, 1,2-dichloroethane and the like; aromatic
solvents such as benzene, toluene, xylene, mesitylene and the like; ester solvents such as ethyl acetate, isopropyl
acetate and the like; aliphatic solvents such as hexane, pentane, heptane, octane, nonane, cyclohexane and the like;
non-polar ether solvents such as diethyl ether, cyclopentyl methyl ether, tert-butyl methyl ether and the like. Among
them, dichloromethane, chloroform, 1,2-dichloroethane, benzene, toluene, xylene, mesitylene, hexane, pentane, hep-
tane, nonane, cyclohexane, ethyl acetate, isopropyl acetate, tert-butyl methyl ether, cyclopentyl methyl ether, and the
like are preferable. Two or more kinds of these solvents may be used in a mixture in an appropriate ratio. In addition, a
polar solvent may be mixed at an appropriately ratio as long as n-mer morpholino oligonucleotide (ii) is dissolved.
Specifically, polar solvents such as nitrile solvents such as acetonitrile, propionitrile and the like; ketone solvents such
as acetone, 2-butanone and the like; polar ether solvents such as 1,4-dioxane, tetrahydrofuran and the like; amide
solvents such as N,N-dimethylformamide, N,N-dimethylacetamide, N-methylpyrrolidone, 1,3-dimethyl-2-imidazolinone
and the like, sulfoxide solvents such as dimethyl sulfoxide and the like can be mentioned.

[0179] The amount of p-mer morpholino oligonucleotide (iii) to be used is 1 - 10 mol, preferably 1 - 5 mol, more
preferably 1 - 2 mol, per 1 mol of n-mer morpholino oligonucleotide (ii).

[0180] While the reaction temperature is not particularly limited as long as the reaction proceeds, 0°C to 100°C is
preferable, and 20°C to 50°C is more preferable. While the reaction time varies depending on the kind of n-mer morpholino
oligonucleotide (ii) and p-mer morpholino oligonucleotide (iii) to be condensed, the reaction temperature and the like, it
is 5 min to 24 hr.

[0181] After the completion of the condensation reaction, the reaction mixture is preferably treated with a quenching
agent. Using a quenching agent, p-mer morpholino oligonucleotide (iii) remaining in the condensation reaction can be
completely quenched, and induction of double addition in the condensation reaction of the next cycle by the residual
activated morpholino nucleotide can be avoided, which inturn prevents degradation of the quality of the object morpholino
oligonucleoctide.

[0182] The double addition refers to a doubly addition of the same residue of activated morpholino nucleotide used
and remained in the condensation reaction of the previous cycle, which reacts in the condensation reaction of the
subsequent cycle.

[0183] As the quenching agent, any nucleophilic reagent can be used as long as it reacts with p-mer morpholino
oligonucleotide (iii). Preferable examples thereofinclude organicamine andthiol. Ofthem, secondary amine s preferable,
and morpholine is particularly preferable.

[0184] The amount of the quenching agent to be used can be appropriately determined in consideration of an excess
amount of p-mer morpholino oligonucleotide (iii) relative to n-mer morpholino oligonucleotide (ii) (number of moles of p-
mer morpholino oligonucleotide (iii) - number of moles of n-mer morpholino oligonucleotide (ii)), and is preferably 0.1 -
10 equivalents, more preferably 0.3 - 3 equivalents, relative to the excess amount (moles).

[0185] Afteradding a quenchingagenttothe reaction mixture, p-mer morpholino oligonucleotide (iii) can be completely
quenched by reacting the mixture at 0°C - 100°C, preferably 20°C - 50°C, for 30 min - 24 hr, preferably 30 min - 5 hr.

Step (3) (Separation and purification step of morpholino oligonucleotide)

[0186] In n-mer morpholino oligonucleotide (ii) or n+p-mer morpholino oligonucleotide (iv) obtained in the above-
mentioned step (1) and/or step (2), the hydroxy group at the 5’-terminus is protected by a protecting group Z-Y-L as set
outinthe claims having an alkyl group containing notless than 10 and not more than 300 carbon atoms and/or an alkenyl
group having not less than 10 and not more than 300 carbon atoms is a protecting group represented by the formula
(I: Z-Y-L- (wherein each symbol is as defined above). Therefore, very high liposolubility is imparted to the morpholino
oligonucleotide, and the morpholino oligonucleotide can be conveniently isolated and purified by crystallization and
extraction operation alone, without requiring a complicated operation such as column purification and the like.
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[0187] Inthefollowing, anisolation and purification method of morpholino oligonucleotide by crystallization is explained,
to which the present invention is not limited.

[0188] The isolation and purification step of morpholino oligonuclectide by crystallization is a step of adding a polar
solvent to the reaction mixture obtained in step (1) or (2) to precipitate oligonucleotide, and obtaining same by solid-
liquid separation.

[0189] A polar solvent may be directly added to the reaction mixture obtained in step (1) and/or step (2), or the reaction
mixture obtained in step (1) and/or step (2) may be concentrated and a polar solvent may be added.

[0190] Examples of the polar solvent used to precipitate the object product, morpholino oligonucleotide, in this step
include alcohol solvents such as methanol, ethanol, isopropanol and the like; nitrile solvents such as acetonitrile, pro-
pionitrile and the like; ketone solvents such as acetone, 2-butanone and the like; amide solvents such as dimethylfor-
mamide, dimethylacetamide, N-methylpiperidone and the like, sulfoxide solvents such as dimethyl sulfoxide and the
like; water etc., and mixed solvent of two or more kinds thereof. A polar solvent aiming at increasing the precipitation
efficiency can be used in the form of a mixed solvent of an organic solvent and water. |n this case, the content of water
in the polar solvent can be appropriately set to a preferable value depending on the organic solvent to be used. It is
generally 1 - 50%(V/V), preferably 10 - 30%(V/V). As the polar solvent, alcohol solvent, nitrile solvent, and a mixed
solvent of each of these solvents and water are preferable, methanol, acetonitrile, and a mixed solvent of each of these
and water are more preferable, and acetonitrile and a mixed solvent of acetonitrile and water are particularly preferable.
[0191] The production method of morpholino oligonucleotide of the present invention can afford the object morpholino
oligonucleotide with high purity and in a high yield by repeating the above-mentioned steps desired times in the order

of (1)-(3)-(2)-(3), (1)-(3)-(2), or (1)-(2)-(3).

Step (4) (deprotection, morpholino oligonucleotide isolation step)

[0192] In the production method of morpholino oligonucleotide of the present invention, deprotection is performed
after step (3) according to the kind and properties of the protecting group, whereby morpholino oligonucleotide is isolated.
All protecting groups of the morpholino oligonucleotide can be removed according to the deprotection method described
in Greene’s PROTECTIVE GROUPS IN ORGANIC SYNTHESIS, 4th ed., Wiley-Interscience (2006) and the like. To be
specific, a protecting group Z-Y-L as set out in the claims having an alkyl group having not less than 10 and not more
than 300 carbon atoms and/or an alkenyl group having not less than 10 and not more than 300 carbon atoms in the
present invention, as well as phenoxyacetyl group, acetyl group and the like which are protecting groups of nucleic acid
bases can all be removed by a treatment with aqueous ammonia, agueous ammonia/ethanol solution, or a mixture of
aqueous ammonia and aqueous methylamine solution. In addition, the 3’-terminus morpholine ring nitrogen atom-pro-
tecting group of the morpholino oligonucleotide can be removed by a treatment with the acid used in step (1) or an
appropriately diluted solution of such acid.

[0193] The progress of the reaction in each of the above-mentioned steps can be confirmed by a method similar to
conventional liquid phase organic synthesis reaction. That is, the reaction can be traced by thin layer silica gel chroma-
tography, high performance liquid chromatography and the like.

[0194] The morpholino oligonucleotide obtained by step (3) or step (4) can also be led to a desired morpholino oligo-
nucleotide derivative by further applying an organic synthesis reaction.

[0195] The morpholino oligonucleotide produced by the present invention can be used for various applications such
as various veterinary pharmaceutical products (RNA, DNA, oligonucleic acid medicine, peptide modified morpholino
oligonucleotide etc.) for human or animal, functional food, food for specified health uses, food, chemical product, polymer
material for living body or industrial use, and the like.

Examples

[0196] The present invention is explained in more detail in the following by referring to Preparation Examples and
Examples, which are not to be construed as limiting the scope of the present invention. The reagents, apparatuses and
materials usedin the presentinvention are commercially available unless otherwise specified. In the presentspecification,
when indicated by abbreviation, unless particularly indicated, each indication is based on the abbreviation of the IUPAC-
IUB Commission on Biochemical Nomenclature or conventional abbreviations in the art.

[0197] The abbreviations used in Reference Examples and Examples are as follows.

mo: morpholino nucleoside
moA: morpholinoadenosine
moG: morpholinoguanosine
moC: morpholinocytidine
moT: morpholinothymidine

25



10

15

20

25

30

35

40

45

55

DK/EP 3015467 T3

moU: morpholinouridine
PMO: phosphorodiamidate morpholino oligonucleotide

[0198] For example, indication of PMO[A-G-C] means that the left side is the 5’-terminus, the right side is the 3'-
terminus, and it is a phosphorodiamidate morpholino oligonucleotide in the order of morpholinoadenosine, morpholino-
guanosine, and morpholinocytidine from the 5’-terminus.

bz: benzoyl group
pac. phenoxyacetyl group
ce: 2-cyanoethyl group

[0199] When a nucleicacid base of morpholino nucleoside is protected, the protecting group is indicated as superscript
to the right of the abbreviation (A, G, C, T and U) of the nucleic acid base.

[0200] For example, CbZ means that the amino group of cytosine is protected by a benzyl group, and Gee/Pac means
that the amino group of guanine is protected by a phenoxyacetyl group, and the carbonyl group is protected by a 2-
cyanoethyl group.

TOB: 3,4,5-tri(octadecyloxy)benzyloxy group

suc: succinyl group

Tr, Trt: trityl group

CYTFA: cyanopyridine trifluoroacetate

DIEA: N,N-diisopropylethylamine

TFE: 2,2,2-trifluoroethanol

TFA: trifluoroacetic acid

DMAP: 4-dimethylaminopyridine

MeCN: acetonitrile

HOBt: 1-hydroxybenzotriazole

UHPLC: ultra high performance liquid chromatography
EDC,HCI: N-ethyl-N’-(3-dimethylaminopropyl)carbodiimide hydrochloride
MMTr: monomethoxytrityl

teq: triethylene glycol

CIPONMe-mo{ Tr)C™ CIPONMe;-mo{T)T CIPONMe-mo{THA™

o™~AN

c,_if'é ? QILNH o o Nf::w 'y
5 Ej @

=6

CIPONMes-mo( TGP CIPONMes-mo{ TriG™ 7™
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Reference Example 1 Synthesis of TOB-suc-moCbz-Tr (introduction of suc-moCPz-Tr intermediate into TOB anchor)

[0201]

TOR-suc-mo(Tr)C™

[0202] 3,4,5-tri(octadecyloxy)benzyl alcohol (4500 mg, 4.92 mmol) was dissolved in chloroform (45 ml), and suc-
moCbhz-Tr (3640 mg, 5.41 mmol), EDC,HCI (1141 mg, 5.95 mmol), and DMAP (33 mg, 0.055 mmol) were each added
to the solution in 3 portions every 1 hr in an ice bath. The mixture was stirred at room temperature overnight, suc-
moCPz-Tr (503 mg, 0.74 mmol) and EDC,HCI (157 mg, 0.82 mmol) were additionally added therein and the completion
of the reaction was confirmed by HPLC. The solvent was evaporated under reduced pressure, MeCN (10 ml) was added
and the mixture was evaporated again under reduced pressure. To the residue was added MeCN (50 ml), and the
precipitate was collected by filtration, completely dissolved in chloroform (30 ml), recrystallized from MeCN (90 ml) and
dried under reduced pressure to give TOB-suc-moCbz-Tr (7337 mg, yield 95%).

TOF-MS+(m/z)1566.8

Reference Example 2 detritylation reaction of TOB-suc-moCbz-Tr

[0203]
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TOB-suc-mo(Tr)CP?

O

HN ‘
OCygHa7 N”
C18H37OI©\/ |
N
C1aHar0 N /ﬁ: j

TOB-suc-moChb?

[0204] TOB-suc-moChz-Tr (500 mg, 0.32 mmol) was dissolvedin chloroform (5 mL), SOLUTION A* (16 ml) was slowly
added dropwise over 30 min in an ice bath, and the mixture was stirred at room temperature for 1.5 hr. After completion
of the reaction, a diluted solution of DIEA (137 pl)/chloroform (1 mL) was slowly added in an ice bath, MeCN (50 ml)
was added, and the precipitate was collected by filtration. The obtained crystals were washed again with MeCN (10 ml),
and dried under reduced pressure to give TOB-suc-moCPbz (395 mg, yield 94%). *composition of SOLUTION A is as
described below. EtOH/TFE/TFA/TEA/chloroform =250 pl/2.5 mL/173 pl/161 pl/22.25 ml

TOF-MS+(m/z)1324.9

[0205] The scheme of Examples 1 and 2 is shown below.

28



10

15

20

25

30

35

40

45

50

55

DK/EP 3015467 T3

HN HN OC1gHa7
(&N (L: C18H3?0
|

OH

1
OxO0 HO CigHa70

TOB-suc-mo(Tr)C?

Example 1 Synthesis of compound 2: bonding of succinyl linker to compound 1 [mo(Tr)Cbz]

[0206] Under an argon atmosphere, compound 1 [mo(Tr)Cbz] (573 mg, 1.0 mmol) and N,N-dimethylaminopyridine
(183 mg, 1.5 mmol) were dissolved in dry dichloromethane (7.0 mL), succinic anhydride (150 mg, 1.5 mmol) was added,
and the mixture was stirred at room temperature for 3 hr. After confirmation of the completion of the reaction by thin
layer chromatography, methanol (1.0 mL)was added, andthe reaction mixture was concentrated underreduced pressure.
To the obtained concentrated residue were added ethyl acetate (8.0 mL) and 0.5 mol/l KH,PO, aqueous solution (8.0
mL) and the mixture was partitioned by extraction. Furthermore, the aqueous layer was extracted with ethyl acetate (8.0
mL). The obtained ethyl acetate layers were combined, washed with 0.5 mol/l KH,PO, aqueous solution (13.0 mL),
water (13.0 mL) and saturated brine (13.0 mL), dried over magnesium sulfate, and filtered. The filtrate was concentrated
to dryness to give compound 2 [suc-mo(Tr)Cb?] (680 mg, quant).

TH-NMR(400MHz,CDCl3):8 1.20(1H, t, J=10.4Hz), 1.49(1H, t, J=11.2Hz), 2.52-2.75(4H, m), 3.14(1H, d, J=11.5Hz),
3.80(1H, d, J=10.4Hz), 3.92(1H, d, J=11.7Hz), 4.37-4.59(2H, m), 6.19(1H, d, J=7.2Hz), 7.15-7.88(22H, m)

Example 2 Synthesis of compound 3: supporting compound 2 [suc-mo(Tr)CP2] on TOB anchor [3,4,5-tris(octadecy-
loxy)benzyl alcohol]

[0207] Under an argon atmosphere, 3,4,5-tris(octadecyloxy)benzyl alcohol (133 mg, 0.15 mmol), N,N-dimethylami-
nopyridine (21 mg, 0.18 mmol), compoundg[suc-mo(Tr)CbZ] (123 mg, 0.18 mmol) was dissolvedin dry dichloromethane
(2.4 mL), 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide hydrochloride (101 mg, 0.53 mmol) was added, and the mixture
was stirred at room temperature overnight. After confirmation of the completion of the reaction by thin layer chromatog-
raphy, methanol (6.0 mL) was added and the obtained mixture was concentrated under reduced pressure. To the
concentrated residue was added methanol (6.0 mL) and the obtained slurry was stirred for 15 min, and filtered. The
obtained solid was dried by heating under reduced pressure to give compound 3 [TOB-suc-mo(Tr)CP?] (218 mg, 95%).

1H-NMR(400MHz,CDCl;):5 0.88(9H, t, J=6.8Hz), 1.22-1.85(98H, m), 2.54-268(4H, m), 3.12-3.18(1H, m),
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3.58-3.65(1H, m), 3.88-3.98(6H, m), 4.07-4.15(2H, m), 4.35-4.43(1H, m), 5.00(2H, s), 6.25-6.29(1H, m), 6.53(2H,

s), 7.15-7.88(22H, m), 8.50-8.56(1H, m)
m/z 1569.14[M+H]*

[0208] The scheme of Examples 3 - 12 is shown below.

TOB-suc-mo(Tr)C%2

OCygH3;
C18H3?Oﬁ 0
S W
CigHa0 \VOWO ;
MeQM“ '—LON
.
3

TOB-suc-PMQ[CP?T]-Tr
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TOB-suc-PMO[CP2TCYZ]-Tr bt
Example 3 Synthesis of compound 4 [TOB-suc-moCP?] (method using CYTFA (salt of cyanopyridine and triflucroacetic
acid) as detritylation agent)

[0209] Under an argon atmosphere, dichloromethane solution (1.5 mL) containing 2% CYTFA, 1% ethanol, 10%
CF4CH,0OH was added to compound 3 [TOB-suc-mo(Tr)CbZ] (62.7 mg, 0.04 mmol), and the mixture was stirred at room
temperature for 30 min. After confirmation ofthe completion of the reaction by thinlayer chromatography, dichloromethane
solution (2.3 mL) containing 5% N,N-diisopropylethylamine and 25% 2-propanol was added, and the mixture was stirred
at room temperature for 30 min. Then, methanol (1.5 mL) was added, and the solution was concentrated under reduced
pressure. Methanol (1.5 mL) was added again to the concentrated residue, and the mixture was stirred at room temper-
ature for 15 min. The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL). The solid was dried
by heating in vacuo to give detritylated compound 4 [TOB-suc-moCb2?] (52.0 mg, 98.0%).

TH-NMR(400MHz,CDCl5):8 0.88(9H, t, J=6.9Hz), 1.22-1.85(96H, m), 2.45-2.53(1H, m), 2.62-2.74(5H, m), 2.94-3.00(1H,
m), 3.38-3.46(1H, m), 3.89-4.00(7H, m), 4.13-4.24(2H, m), 4.98-5.07(2H, m), 5.75-5.82(1H, m), 6.54(2H, s),
7.45-7.65(4H, m), 7.83-8.00(3H, m), 8.62(1H, brs)

Example 4 Synthesis of compound 4 [TOB-suc-moCPZ] (method using cyanoacetic acid as detritylation agent)

[0210] Under an argon atmosphere, dichloromethane solution (0.75 ml) containing 10% cyanoacetic acid and 20%
acetonitrile was added to compound 3 [TOB-suc-mo(Tr)CP?] (62.7 mg, 0.04 mmol), and the mixture was stirred at room
temperature for 30 min. After confirmation ofthe completion of the reaction by thinlayer chromatography, dichloromethane
solution (4.5 mL) containing 5% N,N-diisopropylethylamine, and 25% 2-propanol was added, and the mixture was stirred
at room temperature for 30 min. Then, methanol (1.5 mL) was added, and the solution was concentrated under reduced
pressure. Methanol (1.5 mL) was added again to the concentrated residue andthe mixture was stirred at room temperature
for 15 min. The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL). The solid was dried by
heating in vacuo to give detritylated compound 4 [TOB-suc-moCb?] (50.0 mg, 94.3%).

Example 5 Synthesis of compound 5 [TOB-suc-PMO[CPz-T]-Tr] (method using 3 equivalents of T monomer)

[0211] Under an argon atmosphere, to compound 4 [TOB-suc-moCb?] (48.8 mg, 0.036 mmol) were added a solution
(0.4 mL) of CIPONMe,-mo(Tn)T (61 mg, 0.11 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone solution (0.4
mL) containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 1.5 hr. After con-
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firmation of the completion of the reaction by thin layer chromatography, methanol (1.5 mL) was added to the reaction
mixture, and the solution was concentrated under reduced pressure. To the concentrated residue was added methanol
(1.5 mL), and the mixture was stirred at room temperature for 15 min. The obtained slurry was filtered, and the solid
was washed with methanol (1.5 mL). The solid was dried by heating in vacuo to give compound 5 [TOB-suc-PMO
[Cbz-T]-Tr] (66.0 mg, 98.0%).

Example 6 Synthesis of compound 5[TOB-suc-PMO[CP2-T]-Tr] (method using T monomer decreased to 1.1 equivalents)

[0212] Under an argon atmosphere, to compound 4 [TOB-suc-moCb?] (54.2 mg, 0.04 mmol) were added a solution
(0.4 mL) of CIPONMe,-mo(Tr)T (27 mg, 0.044 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone solution
(0.4 mL) containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 1.5 hr. After
confirmation of the completion of the reaction by thin layer chromatography, methanol (1.5 mL) was added to the reaction
mixture, and the solution was concentrated under reduced pressure. To the concentrated residue was added methanol
(1.5 mL) and the mixture was stirred at room temperature for 15 min. The obtained slurry was filtered, and the solid was
washed with methanol (1.5 mL). The solid was dried by heating in vacuo to give compound 5 [TOB-suc-PMQO[Cbz-T]-Tr]
(70.8 mg, 93.2%).

Example 7 Synthesis of compound 5 [TOB-suc-PMO[CPZ-T]-Tr] (one-pot method from compound 3)

[0213] Under an argon atmosphere, to compound 3 [TOB-suc-mo(Tr)CP?] (62.7 mg, 0.04 mmol) was added dichlo-
romethane solution (1.8 mL) containing 2% CYTFA, 1% ethanol, 10% CF;CH,OH, and the mixture was stirred at room
temperature for 30 min. After confirmation of the completion of the reaction by thin layer chromatography, 5% N,N-
diisopropylethylamine, and dichloromethane solution (2.7 mL) containing 25% 2-propanol were added, and the mixture
was stirred at room temperature for 30 min. Then, to the reaction mixture were added a solution (0.4 mL) of
CIPONMe,-mo(Tn)T (73.1 mg, 0.12 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone solution (0.5 mL) con-
taining 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 30 min, and further at 38°C
for 1 hr. Methanol (1.5 mL) was added to the reaction mixture, and the solution was concentrated under reduced pressure.
To the concentrated residue was added methanol (1.5 mL), and the mixture was stirred at room temperature for 15 min.
The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL). The solid was dried by heating in
vacuo to give compound 5 [TOB-suc-PMO[CPz-T]-Tr] (75.0 mg, 98.8%).

Example 8 Synthesis of compound 6 [TOB-suc-PMO[CP2-T]] (method using CYTFA as detritylation agent)

[0214] Under an argon atmosphere, to compound 5 [TOB-suc-PMO[CPz-T]-Tr] (37.4 mg, 0.02 mmol) was added
dichloromethane solution (0.75 ml) containing 2% CYTFA, 1% ethanol, 10% CF;CH,OH, and the mixture was stirred
at room temperature for 30 min. After confirmation of the completion of the reaction by thin layer chromatography,
dichloromethane solution (1.0 mL) containing 5% N,N-diisopropylethylamine, 25% 2-propanol was added, andthe mixture
was stirred at room temperature for 30 min. Then, methanol (1.5 mL) was added, and the solution was concentrated
under reduced pressure. Methanol (1.5 mL) was added again to the concentrated residue and the mixture was stirred
at room temperature for 15 min. The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL). The
solid was dried by heating in vacuo to give detritylated compound 6 [TOB-suc-PMO [CP2-T]] (30.0 mg, 92.1%).

Example 9 Synthesis of compound 6 [TOB-suc-PMO [CP2-T]] (method using cyanoacetic acid as detritylation agent)

[0215] Under an argon atmosphere, dichloromethane solution (0.38 ml) containing 10% cyanoacetic acid and 20%
acetonitrile was added to compound 5 [TOB-suc-PMO[CPz-T]-Tr] (37.4 mg, 0.02 mmol), and the mixture was stirred at
room temperature for 30 min. After confirmation of the completion of the reaction by thin layer chromatography, dichlo-
romethane solution (2.3 mL) containing 5% N,N-diisopropylethylamine and 25% 2-propanol was added, and the mixture
was stirred at room temperature for 30 min. Then, methanol (1.5 mL) was added, and the solution was concentrated
under reduced pressure. Methanol (1.5 mL) was added again to the concentrated residue, and the mixture was stirred
at room temperature for 15 min. The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL). The
solid was dried by heating in vacuo to give detritylated compound 6 [TOB-suc-PMO[CPZ-T]] (31.0 mg, 95.2%).

Example 10 Synthesis of compound 7 [TOB-suc-PMO[CPz-T-Cbz]-Tr] (method using 3 equivalents of C monomer)

[0216] Under an argon atmosphere, to compound 6 [TOB-suc-PMQO[CP2z-T]] (25.8 mg, 0.016 mmol) were added a
solution (0.2 mL) of CIPONMe,-mo (Tr)CbZ (32.7 mg, 0.05 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone
solution (0.2 mL) containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 1.5
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hr. After confirmation of the completion of the reaction by thin layer chromatography, methanol (1.5 mL) was added to
the reaction mixture, and the solution was concentrated under reduced pressure. To the concentrated residue was added
methanol (1.5 mL), and the mixture was stirred at room temperature for 15 min. The obtained slurry was filtered, and
the solid was washed with methanol (1.5 mL). The solid was dried by heating in vacuo to give compound 7 [TOB-suc-
PMO [Cbz-T-Cbz]-Tr] (32.9 mg, 90.9%).

Example 11 Synthesis of compound 7 [TOB-suc-PMO[CP2-T-Cbz]-Tr] (method using C monomer decreased to 1.5 equiv-
alents)

[0217] Under an argon atmosphere, to compound 6 [TOB-suc-PMO[CPz-T]] (99.4 mg, 0.06 mmol) were added a
solution (0.6 mL) of CIPONMe,-mo(Tr)Cbz (62.8 mg, 0.09 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone
solution (0.75 mL) containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 5 hr.
After confirmation of the completion of the reaction by thin layer chromatography, methanol (2.7 mL) was added to the
reaction mixture, and the solution was concentrated under reduced pressure. To the concentrated residue was added
methanol (2.7 mL) and the mixture was stirred at room temperature for 15 min. The obtained slurry was filtered, and the
solid was washed with methanol (2.7 mL) and dried by heating in vacuo to give compound 7 [TOB-suc-PMO[Cbz-T-
Cbz]-Tr] (131 mg, 94.4%).

Example 12 Synthesis of compound 7 [TOB-suc-PMO[CbPz-T-Cbz]-Tr] (one-pot method from compound 5)

[0218] Under an argon atmosphere, to compound 5 [TOB-suc-PMQ[CbPz-T]-Tr] (75.9 mg, 0.04 mmol) was added
dichloromethane solution (1.5 mL) containing 2% CYTFA, 1% ethanol, 10% CF3CH,OH, and the mixture was stirred at
room temperature for 30 min. After confirmation of the completion of the reaction by thin layer chromatography, dichlo-
romethane solution (2.3 mL) containing 5% N,N-diisopropylethylamine and 25% 2-propanol was added, and the mixture
was stirred at room temperature for 30 min. Then, to the reaction mixture were added a solution (0.4 mL) of
CIPONMe,-mo(Tr)Cbz (83.8 mg, 0.12 mmol) in tetrahydrofuran and 1,3-dimethyl-2-imidazolidinone solution (0.5 mL)
containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 30 min, and further
stirred at 38°C for 45 min. Methanol (1.5 mL) was added to the reaction mixture, and the solution was concentrated
under reduced pressure. To the concentrated residue was added methanol (1.5 mL), and the mixture was stirred at
room temperature for 15 min. The obtained slurry was filtered, and the solid was washed with methanol (1.5 mL) and
dried by heating in vacuo to give compound 7 [TOB-suc-PMO [Cbz-T-Cbz]-T1] (90.8 mg, 97.9%).

[0219] The scheme of Example 13 is shown below.
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OCygH37

C18H3?0m o
CygHgrO O\(\)\a

7
TOB-suc-PMO[CPZTCb?]-Tr

NH,

(l

ico

PMO[CTC]

Example 13 Synthesis of compound 8 [PMO[CTCI]

[0220] To compound 7 [TOB-suc-PMO[CPz-T-CbPZ]-Tr] (162 mg, 0.07 mmol) was added a mixture of 28% agueous
ammonia (3.5 mL) and ethanol (14.0 mL), and the mixture was sealed in an autoclave and stirred with heating at 55°C
overnight. The mixture was cooled to room temperature, and the completion of the reaction was confirmed by thin layer
chromatography. The content was transferred into methanol while washing with methanol and dichloromethane. The
mixture was concentrated under reduced pressure, methanol (14.0 mL) was addedto the obtained concentrated residue,
and the mixture was slurry washed for 30 min. The solid was filtered off and the filtrate was concentrated. The obtained
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solid was dissolved in 0.2 mol/l KH,PO, aqueous solution (pH 2.0), and the mixture was stirred for 15 min. The disap-
pearance of the starting material was confirmed by thin layer chromatography, and the mixture was adjusted to pH13 -
pH14 with 2.0 mol/l aqueous sodium hydroxide solution, and filtered through a membrane filter. As a result of HPLC
analysis, the filtrate was identical to the object analysis reference standard.

Reversed-phase HPLC analysis (Column=InertSustain C18, 5 pm, 4.6x150 mm; Solvent A=50 mM TEAA (pH 7.0),
Solvent B=CH;CN; Gradient=0% to 40% B (20 min); Flow Rate=0.75 ml/min; Temp=60°C): RT 11.6 min, 11.7 min, 11.8
min, 12.0 min (4 isomer mixture)

[0221] The scheme of Examples 14 - 16 is shown below.

TOB-suc-mo(Tr)CP?

TOB-suc-PMO[CP?-CPz-T-Cbz-cbz.Gpac.
GP2C-T-T-CP=-T-GP2°|-Tr

9

PMO[CCTCCGGTTCTG]-Tr
10
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Example 14 Synthesis of compound 9 [TOB-suc-PMO[Cbz-Cbz_T-Cbz_Cbz_Gpac_Gpac_T-T-Cbz_-T-GpP2c]-Tr] (one time iso-

lation/1 cycle method)

[0222] Deprotection of trityl group and coupling of the corresponding monomer were sequentially performed in one
pot from compound 3 [TOB-suc-mo(Tr)Cbz] (78.4 mg, 0.05 mmol) according to the methods described in Examples 7
and 12. The weight and weight yield of the resultant product isolated in each stage are shown in the following Table.

Table 1
chainlength | amount obtained | weight yield | chain length | amount obtained | weight yield

2mer 96 mg 97% 8mer 139 mg 89%
3mer 104 mg 95% 9mer 110 mg 84%
dmer 120 mg 100% 10mer 101 mg 97%
Smer 134 mg 104% 11mer 70 mg 67%
6mer 138 mg 92% 12mer 74 mg 94%
7mer 151 mg 104%

Example 15 Synthesis of compound 9 [TOB-suc-PMO [Cbz-Cbz_T-Cbz_Cbz_Gpac_Gpac_T-T-Cbz_-T-Gprac]-Tr] (2 time isola-
tion/1 cycle, method using cyanoacetic acid as detritylation agent)

[0223] Deprotection of trityl group from compound 3 [TOB-suc-mo(Tr)CPZ] (94.1 mg, 0.06 mmol) was performed ac-
cording to the methods described in Examples 4 and 9 and coupling of the corresponding monomer was sequentially
performed according to the methods described in Examples 5 and 10. The weight and weight yield of the resultant
product isolated in each stage are shown in the following Table.

Table 2
chainlength | amount obtained | weight yield | chain length | amount obtained | weight yield

2mer 112 mg 94% 8mer 236 mg 96%
3mer 169 mg 94% 9mer 245 mg 97%
dmer 183 mg 94% 10mer 232 mg 88%
Smer 206 mg 98% 11mer 222 mg 93%
6mer 216 mg 93% 12mer 218 mg 90%
7mer 231 mg 95%

Example 16 Synthesis of compound 10 [PMO[CCTCCGGTTCTG]-Tr]

[0224] To compound 9 [TOB-suc-PMO [CP2z-Cb2-T-Cbz-Cbz-Gpac-Gpac.-T-T-Cbz-T-GPa°]-Tr] (6.0 mg, 1.0p.mol) synthe-
sized in Example 15 was added 28% aqueous ammonia/ethanol=1/3(v/v) (0.2 mL), and the mixture was sealed in an
autoclave, and stirred with heating at 55°C overnight. The mixture was allowed to cool to room temperature, and filtered
while washing with methanol to remove the solid. The filtrate was concentrated to give a crude product (3.3 mg, 80%)
of compound 10 [PMO[CCTCCGGTTCTG]-Tr]. reversed-phase HPLC analysis (Column=InertSustain C18, 5 pm,
4.6x150 mm; Solvent A=50 mM TEAA (pH 7.0), Solvent B=CH3CN; Gradient=10% to 70% B (20 min); Flow Rate=0.75

ml/min; Temp=60°C): RT 13.1 min
The scheme of Examples 17 and 18 is shown below.

[0225]
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TOB-suc-mo(Tr)CP?

TOB-suc-
PMO [Cbz_Cbz_T_Cbz_cbZ_Gpac_Gpac_T_T_CbZ_T_G pac_
Abz_ Abz_Gpac_Gpac_T_Gpac_T_T_Cbz]_Tr

11

PMO[CCTCCGGTTCTGAAGGTGTTC]-Tr
12

Example 17 Synthesis of compound 11 [TOB-suc-PMO [Cbz-Cbz_T_Cbz_Cbz_Gpac.GpacT_T-Cbz.T-

Gpac_pAbz_pAbz_GSpac_Gpac.T-G pac_T_T_Cbz]_T r]

[0226] Deprotection of trityl group from compound 3 [TOB-suc-mo(Tr)Cbz] (78.4 mg, 0.05 mmol) was performed ac-
cording to the methods described in Examples 3 and 8, and coupling of the corresponding monomer was sequentially
performed according to the methods described in Examples 5 and 10. The weight and weight yield of the resultant
product isolated in each stage are shown in the following Table.
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Table 3
chain length | amount obtained | weight yield | chain length | amount obtained | weight yield
2mer 92 mg 92% 12mer 92 mg 92%
3mer 89 mg 86% 13mer 87 mg 90%
dmer 98 mg 95% 14mer 84 mg 90%
Smer 103 mg 91% 15mer 82 mg 92%
6mer 111 mg 95% 16mer 79 mg 91%
7mer 123 mg 98% 17mer 71 mg 86%
8mer 112 mg 85% 18mer 65 mg 86%
9mer 103 mg 87% 19mer 49 mg 74%
10mer 95 mg 86% 20mer 37 mg 75%
11mer 93 mg 94% 21mer 25 mg 66%

Example 18 Synthesis of compound 12 [PMO[CCTCCGGTTCTGAAGGTGTTC]-Tr]

[0227] Compound 11 [TOB-suc-PMO[Cbz-Cbz_T-Cbz_Cbz_Gpac_Gpac_T_T-Cbz_T-Gpac_Abz_phz_Gpac_Gpac_T-GpacT-T-
Cbz]-Tr] (6 mg, 0.61 mmol) was dissolved in 28% aqueous ammonia/ethanol=1/3(v/v) (200 pl), and the mixture was
sealed in an autoclave and stirred at 55°C overnight. The mixture was allowed to cool to room temperature, and filtered
while washing with methanol to remove the solid. The filtrate was concentrated to give a crude product (3.1 mg, 71%)
of compound 12 [PMO[CCTCCGGTTCTGAAGGTGTTC]-Tr]. Reversed-phase HPLC analysis (Column=Inert Sustain
C18, 5 pm, 4.6x150 mm; Solvent A=50 mM TEAA (pH 7.0), Solvent B=CH3CN; Gradient=10% to 70% B (20 min); Flow
Rate=0.75 ml/min; Temp=60°C). RT 12.4 min

Anion exchange HPLC analysis (Column=DNAPacPA-100, 4.0x250 mm; Solvent A=10 mM NaOH aqueous solution,
B=1M NaCl, 10 mM NaOH aqueous solution; Gradient= 20% to 100% B (30 min); Flow Rate=1.0 mL/min;
Temp=35°C): RT 10.8 min

m/z 7167.50 [M+HT*

[0228] The scheme of Examples 19 and 20 is shown below.

38



10

15

20

25

30

35

40

45

50

55

DK/EP 3015467 T3

OC,gH37 HN
C1gH370

| 0
O &
CygH370 No Q 0

TOB-suc—mo(Tr)CIDZ

TOB-suc-PMO[CP2-CP2-T-CP2-CP2.GeelPac.Gee/rac. T Tr

PMO[CCTCCGGT]-Tr
14

Example 19 Synthesis of compound 13 [TOB-suc-PMO [CPz-Cbz_T-Cbz.Qbz_Gee/pac_Gee/pac.T]-Ty]

[0229] Deprotection of trityl group from compound 3 [TOB-suc-mo(Tr)Cb2z] (502 mg, 0.32 mmol) was performed ac-
cording to the methods described in Examples 3 and 8, and coupling of the corresponding monomer was sequentially
performed according to the methods described in Examples 5 and 10. As a monomer corresponding to guanosine,
CIPONMe,-mo (Tr) Gee/hac having a cyanoethyl group at the O6-position as a protecting group was used. The weight
and weight yield of the resultant product isolated in each stage are shown in the following Table.

[Table 4]

chainlength | amount obtained | weight yield | chainlength | amount obtained | weightyield

2mer 536 mg 87% 6mer 732 mg 92%
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chainlength | amount obtained | weight yield | chainlength | amount obtained | weight yield
3mer 576 mg 94% 7mer 682 mg 92%
dmer 632 mg 96% 8mer 572 mg 89%
S5mer 694 mg 97%

Example 20 Synthesis of compound 14 [PMO[CCTCCGGT]-Tr]

[0230] Compound 13 [TOB-suc-PMO[Cbz-Cbz-T-Cbz-Cbz-Geelpac_Geelpac.T]-Tr] (19.3 mg, 4.2pmol) synthesized in Ex-
ample 19 was suspended in 28% aqueous ammonia/ethanol=1/3(v/v) (2.0 mL), and the suspension was sealed in an
autoclave andstirred with heating overnight at 55°C. After allowingto cool to room temperature, the liquid was transferred
using dichloromethane (1.5 mL) and methanol (1.5 mL) into an eggplant-shaped flask, and concentrated under reduced
pressure. To the concentrated residue was added methanol (2.0 mL) and the precipitated solid was filtered through a
membrane filter. The filtrate was concentrated to dryness to quantitatively give compound 14 [PMO[CCTCCGGT]-Tr].
m/z 929 2[M+3H]3*, 1393.3[M+2H]2*

[0231] The scheme of Examples 21 and 22 is shown below.

TOB-suc-PMO[CPZ-CPz.T-CPzChz. ——

Gce/pac_Gcei’pac_TJ_Tr — »
13

TOB-suc-
PMO[Cbz_Cbz_T_Cbz_Cbz_Gce/pac_Gce/pac_

T_T_CbZ_T_ Gce/ pac_ Abz]-Tr \

15
PMO[CCTCCGGTTCTGAJ-Tr
16

Example 21 Synthesis of compound 15 [TOB-suc-PMO [CPz-Cbz.T-Cbz.Cbz_Geelpac_Gee/pac T.TCbz_T-Gee/pac_Abz]-Ty]

[0232] Usingcompound 13[TOB-suc-PMO[Cbz-Cbz-T-Cbz-Cbz.Geelpac-Goe/pac.T]-Tr] (487 mg, 0.11 mmol) synthesized
in Example 19 and according to the method described in Example 12, deprotection of trityl group and coupling with the
corresponding monomer were performed. As a monomer corresponding to guanosine, CIPONMe,-mo (Tr) Gee/Pac having
a cyanoethyl group at the O6-position as a protecting group was used. The weight and weight yield of the resultant
product isolated in each stage are shown in the following Table.

[Table 5]
chain length | amount obtained | weight yield | chainlength | amount obtained | weightyield
9mer 429 mg 86% 12mer 267 mg 86%
10mer 400 mg 93% 13mer 208 mg 92%
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(continued)

chain length | amount obtained | weight yield | chain length | amount obtained | weight yield

11mer 308 mg 86%

Example 22 Synthesis of compound 16 [PMO[CCTCCGGTTCTGA]-Tr]

[0233] Compound 15[TOB-suc-PMO[Cbz-Cbz-T-Cbz.Cbz-Gee/pac.Gee/pac. T-T-Cbz-T-Gee/pac-Abz]-Tr] (8.6 mg, 1.3 pmol)
synthesized in Example 21 was suspended in 28% aqueous ammonia/ethanol=1/3(v/v) (1.0 mL), and the suspension
was sealed in an autoclave and stirred with heating overnight at 55°C. After allowing to cool to room temperature, the
liquid was transferred using dichloromethane (1.0 mL) and methanol (1.0 mL) into an eggplant-shaped flask, and con-
centrated under reduced pressure. To the concentrated residue was added methanol (1.0 mL) and the precipitated solid
was filtered off through a membrane filter. The filtrate was concentrated to dryness to quantitatively give compound 16
[PMO[CCTCCGG]-Tr].

m/z 1114 8[M+4H14+, 1486.0[M+3H]3+

[0234] The scheme of Examples 23 and 24 is shown below.

OCqgHa7
C4gH370

C1gH370 ONC’ '

TOB-suc-mo(Tr)Cb?

TOB-suc-PMO[CP2-Cbz_T-Cbz.Cbz.Geelpac_geelpac) Ty
17

PMO[CCTCCGG]-Tr
18
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Example 23 Synthesis of compound 17 [TOB-suc-PMO [Cbz-Cbz_T-Cbz_Cbz_Gre/pac_Gee/pac]-Tr]

[0235] Under an argon atmosphere, to compound 3 [TOB-suc-mo(Tr)CP?] (300 mg, 0.19 mmol) was added dichlo-
romethane solution (8.0 ml) containing 2% CYTFA, 1% ethanol, 10% CF3CH,OH, and the mixture was stirred at room
temperature for 90 min. After confirmation ofthe completion of the reaction by thinlayer chromatography, dichloromethane
solution (12.0 mL) containing 5% N,N-diisopropylethylamine and 25% 2-propanol was added, and the mixture was stirred
at room temperature for 30 min. This solution was concentrated under reduced pressure. Acetonitrile (8.0 mL) was
added and the mixture was stirred at room temperature for 15 min. The obtained slurry was filtered, and the solid was
washed with acetonitrile (8.0 mL) and dried by heating in vacuo to give detritylated compound 4 [TOB-suc-moCbz] (254
mg, 100%).

[0236] Under an argon atmosphere, to compound 4 [TOB-suc-moCP?] (242 mg, 0.18 mmol) were added a solution of
CIPONMe,-mo(Tr)Cbz (382 mg, 0.55 mmol) in tetrahydrofuran (1.8 mL) and 1,3-dimethyl-2-imidazolidinone solution (2.0
mL) containing 25% N,N-diisopropylethylamine, and the mixture was stirred at room temperature for 30 min. After
confirmation of the completion of the reaction by thin layer chromatography, morpholine (48 pL, 0.55 mmol) was added
to the reaction mixture, and the mixture was stirred for 10 min. Then, acetonitrile (7.3 mL) was added to the solution and
the mixture was concentrated under reduced pressure. To the concentrated residue was added acetonitrile (7.3 mL)
again, and the obtained slurry was stirred for 15 min. The slurry was filtered, and the obtained solid was washed with
acetonitrile (7.3 mL) and dried by heating under reduced pressure to give TOB-suc-PMO[Cbz-Cbz]-Tr (355 mg, 98%).
[0237] Hereafter, detritylation and coupling with the corresponding monomer were sequentially performed to give the
tite compound 17 [TOB-suc-PMO[Cbz-Cbz-T-Cbz-Cbz_Geelpac_Gee/pac]-Tr]. The weight and weight yield of the resultant
product isolated in each stage are shown in the following Table.

[Table 6]
chainlength | amount obtained | weight yield | chainlength | amount obtained | weight yield
2mer 355 mg 98% S5mer 372 mg 100%
3mer 399 mg 110% 6mer 386 mg 98%
dmer 358 mg 87% 7mer 306 mg 7%

Example 24 Synthesis of compound 18 [PMO[CCTCCGG]-Tr]

[0238] The compound 17 [TOB-suc-PMO[CP2-Cb2z-T-Cbz-Cbz-Geelpac_Gee/pac]-Tr] (4 mg, 0.94pmol) synthesized in Ex-
ample 23 was subjected to deprotection according to the method described in Example 22 and detachment from the
carrier to give compound 18 [PMO[CCTCCGG]-Tr].

m/z 819.3[M+3HJ3*, 1228 4[M+2H]2+

Example 25 [TOB-suc-PMO[CPZ-Cbz]] (one-pot elongation)

[0239]
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0018H37
CygHa70

C.18H37o M f\[

TOB-suc-moCh”

TOB:suc-PMO[CHZCH]

[0240] TOB-suc-moCbhz (395 mg, 0.30 mmol) was dissolved in dichloromethane (4 mL), DIEA (1.8 eq,0.54mmoL, 50
pl), and CIPONMe,-mo(Tr)Cbz (1.5 eq, 0.45 mmoL, 312 mg) were added in 3 portions at 30 min intervals in an ice bath,
and the mixture was stirred at room temperature overnight. Then, DIEA (0.1 eq, 0.03 mmoL, 5 p.l), CIPONMe,-mo(Tr)Cbz
(0.1 eq, 0.03 mmoL, 21 mg) were added 3 times each, and the mixture was further stirred overnight. After completion
of the reaction, morpholine (1.28 eq, 0.37 mmol, 34 pl) was added, and the mixture was stirred for 1.5 hr. The disap-
pearance of remaining CIPONMe,-mo(Tr)CbZ was confirmed, SOLUTION A (16.8 mL) of Reference Example 2 was
slowly added dropwise over 10 min, and the mixture was stirred for 2 hr at room temperature. After completion of the
detritylation reaction, a diluted solution of DIEA (142 pL, 1.0 eq vs TFA)/dichloromethane (1 mL) was slowly added in
an ice bath, and MeCN (50 ml) was added to allow for precipitation. The precipitate in the suspension was filtered, and
the filtrate was washed with MeCN to give [TOB-suc-PMO[CbPz-Cbz]] (wet. 526 mg) .

TOF-MS+(m/z) 1743.8

Example 26 Synthesis of [TOB-suc-PMO[CPz-Cbz_T]] (condensation 3 and one-pot elongation)

[0241]
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TOB-suc-PMO[C?2CP7] CIPON Me,-mo(Tr)T

TOB-suc-PMO[CIZCOZT]

[0242] [TOB-suc-PMO[CbPz-Cbz]] as wet crystals (wet. 526 mg) was dissolved in dichloromethane (10 ml) in an ice
bath, DIEA (0.54 mmol, 50 ul), and CIPONMe,-mo(Tr)T (0.45 mmol, 272 mg) was added in 3 portions at 30 min intervals.
The mixture was stirred at room temperature overnight. Then, DIEA (0.03 mmol, 3 pl), and CIPONMe,-mo(Tr)T (0.03
mmol, 17 mg) were added twice, and the mixture was stirred at room temperature for 4 hr. After completion of the
reaction, morpholine (0.5 eq, 0.14 mmolL, 21 pl) was added at ambient temperature, and the mixture was stirred for 3
hr. SOLUTION A (30 ml) of Reference Example 2 was slowly added dropwise over 15 min in an ice bath and, after the
completion of the dropwise addition, the mixture was stirred at room temperature for 4 hr. After completion of the reaction,
a diluted solution of DIEA (77 pl)/dichloromethane (1 ml) was slowly added in an ice bath and MeCN (50 ml) was added
to give a white slurry. 25 ml of this liquid was evaporated under reduced pressure, MeCN (20 ml) was added, and the
slurry was stirred for 15 min and filtered. The obtained crystals were wash again with MeCN (30 ml) and dried under
reduced pressure to give [TOB-suc-PMO[CPz-Cbz_T]] (yield 95%) (vs TOB-suc-moCbz).

TOF-MS+(m/z) 2073.4

Comparative Example 1 Evaluation of influence of quenching of excess monomer by morpholine on quality

[0243] The 2mer to Smer intermediates obtained on the way of synthesis described in Example 14 were subjected to
deprotection by the method described in Example 14 and detachment from the carrier, and impurity analysis was per-
formed by mass spectrometry (LC-MS). Similarly, the 2mer to 7mer intermediates obtained on the way of synthesis
described in Example 23 were also subjected to deprotection and detachment from the carrier, and impurity analysis
was performed by mass spectrometry (LC-MS). The respective analysis results were compared. It was found that the
method described in Example 23 wherein excess monomer was quenched by morpholine was free of byproduction of
impurity in excess elongation such as n+1 mer and the like.
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[Table 7]
without morpholine quenching with morpholine quenching
chain object (n+x) chain object (n+x)
length product length product
2mer CcC not detected 2mer cC not detected
3mer CCT CCT+C was observed 3mer CCT not detected
CCTC+C, CCTC+T were trace amount of CCTC+C,
amer ceTe observed amer ceTe CCTC+T were observed
smer | ccrce | CCTCCHC CCTCCHT oo ccTee not detected
were observed
6mer CCTCCG not detected
7mer CCTCCGG not detected
* Indication of terminal trityl group is omitted.
Example 27 Synthesis of DPM-suc-mo(Tr)Cbz
[0244]
0 0
HN HNJ\‘@
CoHaeQ O
N ~ N vl
N | CHgeO |
ki o ? O%)\N O H ] O%\N
+ Y\)j\o/\[ j JRE—— NO/T j
O © N O © N
OCaiHss Q O O O
s S
DPM-NH, suc-mo(Tr)CE DPM-suc-mo{Tr)C®
[0245] «,x-Di-4,4’-docosyloxyphenylmethylamine (1.0 g, 1.20 mmol) was dissolvedin chloroform (20 mL), HOBt (162.3

mg, 1.20 mmol), suc-mo(Tr)Cbz (969.8 mg, 1.44 mmol) and EDC,HCI (152.0 mg, 0.79 mmol) were added and the mixture
was stirred at room temperature for 20 min. Then, to the reaction mixture was added again EDC,HCI (152.0 mg, 0.79
mmol), and the mixture was stirred at room temperature for 24 hr. After confirmation of the completion of the reaction
by UHPLC, the solvent was evaporated under reduced pressure. To the obtained residue was added acetonitrile (10
mL), and the precipitates were collected by filtration. The obtained crystals were washed again with acetonitrile (10 mL)
and dried under reduced pressure to give DPM-suc-mo(Tr)Cbz (1.70 g, yield 96%).

TOF-MS+ (m/z) 1486.9

[0246] The scheme of Examples 28 and 29 is shown below.
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DPM-suc-mofTrc™

DPM-sut-PMO[CH-Ct7)-Tr

Example 28 Synthesis of DPM-suc-moCbz

[0247] DPM-suc-mo(Tr)CPz (1.69 g, 1.13 mmol) was dissolved in chloroform (16.9 mL), and ice-cooled. 2,2,2-Trifluor-
oethanol (4.3 mL) and ethanol (0.52 g, 11.3 mmol) were added, a solution of trifluoroacetic acid (1.03 g, 9.07 mmol) and
triethylamine (0.57 g, 5.67 mmol) in chloroform (7.0 mL) was added dropwise, and the mixture was stirred at 15°C for
1 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled and a solution
of N,N-diisopropylethylamine (0.59 g, 4.54 mmol) in chloroform (6 mL) was added dropwise. To the reaction mixture
was added acetonitrile (16.9 mL) and the solvent was evaporated under reduced pressure. To the obtained residue was
added acetonitrile (16.9 mL), and the mixture was stirred at 0°C for 30 min, and the precipitates were collected by
filtration. The obtained crystals were washed again with acetonitrile (16.9 mL) to give DPM-suc-moCbz. The crystals
were directly used without drying as a starting material of the next reaction.

TOF-MS+ (m/z) 1244.9

Example 29 Synthesis of DPM-suc-PMO[Cbz-Cbz]-Tr

[0248] DPM-suc-moCbz wet crystals (3.33 g, corresponding to 1.13 mmol) were dissolved in chloroform (9.8 mL), and
cyclohexane (4.2 mL) was added. N,N-diisopropylethylamine (0.26 g, 2.03 mmol) and CIPONMe,-mo(Tr)Cbz (1.18 g,
1.69 mmol) were added, and the mixture was stirred at 40°C for 21 hr with heating. After confirmation of the completion
of the reaction by UHPLC, the reaction mixture was cooled to room temperature, morpholine (0.20 g, 2.25 mmol) was
added and the mixture was stirred for 1 hr. To the reaction mixture was added acetonitrile (14 mL), and the solvent was
evaporated under reduced pressure. The obtained slurry was stirred at 0°C and the precipitates were collected by
filtration. The obtained crystals were washed again with acetonitrile (14 mL), and dried under reduced pressure to give
DPM-suc-PMO[Cbz-Cbz]-Tr (1.96 g, yield 91%). TOF-MS+ (m/z) 1906.3
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Example 30 Synthesis of TOB-suc-PMO[CbPz-Cbz]-MMTr

[0249]
o
HN
OC;aHy7 NF
CigHg 0 |
18M370% . 'Ol 0%}\[ .
CreHy 07 ' NO/\[
o) N
H
TOB-suc-mMoCh:
OG1BH37 -N'/
CyaHar@ :
. o O%N
0.~ A o)
C1gH370 . : o"\L
o ,
y N
N-P-0
PANN]

TOB-suc-PMO[CP=CPZ)-MMTT

[0250] TOB-suc-mo(Tr)CbZ(1.0 g, 0.64 mmol) was dissolved in chloroform (10 mL), and ice-cooled. 2,2,2-trifluoroeth-
anol (2.8 mL) and ethanol (0.29 g, 6.4 mmol) were added, a solution of trifluoroacetic acid (0.29 g, 2.55 mmol) and
triethylamine (0.14 g, 1.27 mmol) in chloroform (4.5 mL) was added dropwise, and the mixture was stirred at room
temperature for 2 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled,
and a solution of N,N-diisopropylethylamine (0.33 g, 2.55 mmol) in chloroform (3 mL) was added dropwise. To the
reaction mixture was added acetonitrile (30 mL), and the solvent was evaporated under reduced pressure. To the
obtained residue was added acetonitrile (20 mL), and the mixture was stirred at 0°C for 30 min, and the precipitates
were collected by filtration. The obtained crystals were washed again with acetonitrile (20 mL) to give TOB-suc-moCbz.
The crystals were directly used without drying as a starting material of the next reaction.

[0251] TOB-suc-moCbhz wet crystals (1.39 g, corresponding to 0.64 mmol) were dissolved in chloroform (10 mL), N,N-
diisopropylethylamine (0.15 g, 1.15 mmol) and CIPONMe,-mo(MMTT)Cbz (695 mg, 0.96 mmol) were added, and the
mixture was stirred at room temperature for 17 hr. After confirmation of the completion of the reaction by UHPLC, to the
obtained solution was added acetonitrile (20 mL), and the precipitates were collected by filtration. The obtained crystals
were washed again with acetonitrile (20 mL) and dried under reduced pressure to give TOB-suc-PMO[Cbz-ebz]-MMTr
(1.19 g, yield 92%). TOF-MS+ (m/z) 2017.3

Example 31 Synthesis of TOB-suc-PMO[CPz-T] (elongation-2)

[0252] TOB-suc-moCbz (4.3 g, 3.23 mmol) was dissolved in chloroform (33 mL), N,N-diisopropylethylamine (0.73 g,
5.81 mmol) and CIPONMe,-mo(Tr)T (2.95 g, 4.85 mmol) were added, and the mixture was stirred at room temperature
for 19 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was cooled to room
temperature, morpholine (0.28 g, 3.23 mmol) was added and the mixture was stirred at room temperature for 1 hr. The
reaction mixture was ice-cooled, 2,2,2-trifluoroethanol (13.1 mL) and ethanol (1.49 g, 32.3 mmol) were added, a solution
of trifluoroacetic acid (2.95 g, 25.8 mmol) and triethylamine (1.21 g, 12.0 mmol) in chloroform (9.9 mL) was added
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dropwise, and the mixture was stirred at 15°C for 1.5 hr. After confirmation of the completion of the reaction by UHPLC,
the reaction mixture was ice-cooled, and a solution of N,N-diisopropylethylamine (3.26 g, 25.8 mmol) in chloroform (4.5
mL) was added dropwise. To the reaction mixture was added acetonitrile (86 mL), and the solvent was evaporated under
reduced pressure. The obtained slurry was stirred at 0°C for 30 min, and the precipitates were collected by filtration.
The obtained crystals were washed again with acetonitrile (43 mL) to give TOB-suc-PMO[CP2-T]. The crystals were
directly used without drying as a starting material of the next reaction.

Example 32 Synthesis of TOB-suc-PMO[CPz-T-Cb?] (elongation-3)

[0253] TOB-suc-PMO[Cbz-T] wet crystals (5.7 g, corresponding to 3.20 mmol) were dissolved in chloroform (43 mL),
N,N-diisopropylethylamine (0.73 g, 25.6 mmol) and CIPONMe,-mo(Tr)Cbz (3.35 g, 4.8 mmol) were added, and the
mixture was stirred at room temperature for 16 hr. After confirmation of the completion of the reaction by UHPLC, the
reaction mixture was cooled to room temperature, morpholine (0.28 g, 3.20 mmol) was added and the mixture was
stirred at room temperature for 1 hr. The reaction mixture was ice-cooled, 2,2,2-trifluoroethanol (13.0 mL) and ethanol
(1.48 g, 32.0 mmol) were added, a solution of trifluoroacetic acid (2.92 g, 25.6 mmol) and triethylamine (1.20 g, 11.8
mmol) in chloroform (9.8 mL) was added dropwise, and the mixture was stirred at 15°C for 1.5 hr. After confirmation of
the completion of the reaction by UHPLC, the reaction mixture wasice-cooled, and asolution of N,N-diisopropylethylamine
(3.23 g, 25.6 mmol) in chloroform (4.5 mL) was added dropwise. To the reaction mixture was added acetonitrile (106
mL), and the solvent was evaporated under reduced pressure. The obtained slurry was stirred at 0°C for 15 min, and
the precipitates were collected by filtration. The obtained crystals were washed again with acetonitrile (53 mL) to give
TOS-suc-PMO[CPz-T-Cbz]. The crystals were directly used without drying as a starting material of the next reaction.

Example 33 Synthesis of TOB-suc-PMO[CPz-T] (lithium chloride addition system, elongation-2)

[0254] TOB-suc-moCbz wet crystals (4.9 g, corresponding to 3.08 mmol) were dissolved in chloroform (34.9 mL),
lithium chloride (143 mg, 3.38 mmol), N,N-diisopropylethylamine (0.72 g, 5.54 mmol) and CIPONMe,-mo(Tr)T (2.81 g,
4.61 mmol) were added, and the mixture was stirred at 40°C for 16 hr. After confirmation of the completion of the reaction
by UHPLC, the reaction mixture was cooled to room temperature, morpholine (0.32 g, 3.69 mmol) was added and the
mixture was stirred at room temperature for 1 hr. The reaction mixture was ice-cooled, 2,2 2-trifluoroethanol (12.5 mL)
and ethanol (1.41 g, 30.8 mmol) were added, and then, a solution of trifluoroacetic acid (1.75 g, 15.4 mmol) and triethyl-
amine (0.49 g, 4.86 mmol) in chloroform (5.9 mL) was added dropwise, and the mixture was stirred at room temperature
for 1 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled, and a
solution of N,N-diisopropylethylamine (2.0 g, 15.4 mmol) in chloroform (2.7 mL) was added dropwise. To the reaction
mixture was added acetonitrile (82 mL), and the solvent was evaporated under reduced pressure. The obtained slurry
was stirred at 0°C for 30 min, and the precipitates were collected by filtration. The obtained crystals were washed again
with acetonitrile (41 mL) to give TOB-suc-PMO[CP2-T]. The crystals were directly used without drying as a starting
material of the next reaction.

Example 34 Synthesis of TOB-suc-PMO [CPz-T-CbZ] (lithium chloride addition system, elongation-3)

[0255] TOB-suc-PMO[Cbz-T] crystals (5.5 g, corresponding to 3.05 mmol) were dissolved in chloroform (44.6 mL),
lithium chloride (142 mg, 3.36 mmol), N,N-diisopropylethylamine (0.71 g, 5.49 mmol) and CIPONMe,-mo(Tr)Cbz (3.19
g, 4.58 mmol) were added, and the mixture was stirred at 40°C for 16 hr. After confirmation of the completion of the
reaction by UHPLC, the reaction mixture was cooled to room temperature, morpholine (0.26 g, 3.05 mmol) was added
and the mixture was stirred at room temperature for 1 hr. The reaction mixture was ice-cooled, 2,2,2-trifluoroethanol
(12.4 mL) and ethanol (1.41 g, 30.5 mmol) were added, a solution of trifluoroacetic acid (1.74 g, 15.3 mmol) and
triethylamine (0.52 g, 5.19 mmol) in chloroform (5.8 mL) was added dropwise, and the mixture was stirred at room
temperature for 1 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled
and a solution of N,N-diisopropylethylamine (1.97 g, 15.3 mmol) in chloroform (2.7 mL) was added dropwise. To the
reaction mixture was added acetonitrile (100 mL), and the solvent was evaporated under reduced pressure. The obtained
slurry was stirred at 0°C for 15 min, and the precipitates were collected by filtration. The obtained crystals were washed
again with acetonitrile (50 mL), and dried under reduced pressure to give TOB-suc-PMO[CP2-T-Cb2] (6.74 g, yield 106%).

Example 35 Synthesis of TOB-suc-PMO[CPz-T] (lithium chloride and acetic anhydride addition system, elongation-2)

[0256] TOB-suc-moCbz (4.3 g, 3.23 mmol) was dissolved in chloroform (42.8 mL), lithium chloride (150 mg, 3.55
mmol), N,N-diisopropylethylamine (0.73 g, 5.81 mmol) and CIPONMe,-mo(Tr)T (2.95 g, 4.85 mmol) were added, and
the mixture was stirred at room temperature for 15 hr. After confirmation of the completion of the reaction by UHPLC,
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the reaction mixture was cooled to room temperature, acetic anhydride (0.03 mL, 0.32 mmol) and 2,6-lutidine (0.19 mL,
1.62 mmol) were added and the mixture was stirred at room temperature for 1 hr. To the reaction mixture was added
morpholine (0.28 g, 3.23 mmol) and the mixture was stirred at room temperature for 1 hr. The reaction mixture was ice-
cooled, indole (3.78 g, 32.3 mmol) was added, a solution of trifluoroacetic acid (2.86 g, 25.8 mmol) in chloroform (19.2
mL) was added dropwise, and the mixture was stirred at room temperature for 1.5 hr. After confirmation of the completion
of the reaction by UHPLC, the reaction mixture was ice-cooled, and a solution of N,N-diisopropylethylamine (3.25 g,
25.8 mmol) in chloroform (4.5 mL) was added dropwise. To the reaction mixture was added acetonitrile (86 mL) and the
solvent was evaporated under reduced pressure. The obtained slurry was stirred at 0°C for 15 min, and the precipitates
were collected by filtration. The obtained crystals were washed again with acetonitrile (43 mL) to give TOB-suc-
PMO[Cbz-T]. The crystals were directly used without drying as a starting material of the next reaction.

Example 36 Synthesis of TOB-suc-PMO[CbPz-T-Cbz] (lithium chloride and acetic anhydride addition system, elongation-3)

[0257] TOB-suc-PMO[CPz-T]wet crystals (6.5 g, corresponding to 3.23 mmol) were dissolved in chloroform (53.4 mL),
lithium chloride (150 mg, 3.36 mmol), N,N-diisopropylethylamine (0.73 g, 5.81 mmol) and CIPONMe,-mo(Tr)Cbz (3.38
g, 4.85 mmol) were added, and the mixture was stirred at room temperature for 40 hr. After confirmation of the completion
of the reaction by UHPLC, the reaction mixture was cooled to room temperature, acetic anhydride (0.03 mL, 0.32 mmol)
and 2,6-lutidine (0.15 mL, 1.29 mmol) were added and the mixture was stirred at room temperature for 1 hr. To the
reaction mixture was added morpholine (0.28 g, 3.23 mmol) and the mixture was stirred at room temperature for 1 hr.
The reaction mixture was ice-cooled, indole (3.78 g, 32.3 mmol) was added, a solution of trifluoroacetic acid (2.86 g,
25.8 mmol) in chloroform (19.2 mL) was added dropwise, and the mixture was stirred at room temperature for 1.5 hr.
After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled and a solution of
N,N-diisopropylethylamine (3.25 g, 25.8 mmol) in chloroform (4.5 mL) was added dropwise. To the reaction mixture was
added acetonitrile (107 mL), and the solvent was evaporated under reduced pressure. The obtained slurry was stirred
at 0°C for 15 min, and the precipitates were collected by filtration. The obtained crystals were washed again with
acetonitrile (53 mL), and dried under reduced pressure to give TOB-suc-PMO[CPz-T-Cbz]. The crystals were directly
used without drying as a starting material of the next reaction.

Example 37 Synthesis of TOB-suc-PMO[CbPz-CbZ] (elongation-2)

[0258] TOB-suc-moCbz wet crystals (16.1 g, corresponding to 3.2 mmol) were dissolved in chloroform (42 mL), N,N-
diisopropylethylamine (0.74 g, 5.76 mmol) and CIPONMe,-mo(Tr)Cbz (3.35 g, 4.80 mmol) were added, and the mixture
was stirred at room temperature for 15 hr. After confirmation of the completion of the reaction by UHPLC, the reaction
mixture was cooled to room temperature, morpholine (0.28 g, 3.2 mmol) was added and the mixture was stirred at room
temperature for 1 hr. The reaction mixture was ice-cooled, 2,2,2-trifluoroethanol (14.1 mL) and ethanol (1.5 g, 32.0
mmol) were added, a solution of trifluoroacetic acid (2.92 g, 25.6 mmol) and triethylamine (1.13 g, 11.2 mmol) in chloroform
(40 mL) was added dropwise, and the mixture was stirred at 15°C for 30 min. To the reaction mixture was added 2,2,2-
trifluoroethanol (3.5 mL), and the mixture was further stirred at 15°C for 1 hr. After confirmation of the completion of the
reaction by UHPLC, the reaction mixture was ice-cooled and a solution of N,N-diisopropylethylamine (3.31 g, 25.6 mmol)
in chloroform (30 mL) was added dropwise. To the reaction mixture was added acetonitrile (75 mL), and the solvent was
evaporated under reduced pressure. To the obtained residue was added acetonitrile (25 mL), and the solvent was
evaporated under reduced pressure. Acetonitrile (100 mL) was added. The obtained slurry was stirred at 0°C for 30 min,
and the precipitates were collected by filtration. The obtained crystals were washed again with acetonitrile (100 mL),
and dried under reduced pressure to give TOB-suc-PMO[CPz-Cbz] (5.4 g, yield 96.6% relative to TOB-suc-moCbz).

Example 38 Synthesis of TOB-suc-PMQO[CbPz-Cbz-T] (elongation-3)

[0259] TOB-suc-PMO[Cbz-Cbz] (5.4 g, 3.09 mmol) was dissolved in chloroform (54 mL), N,N-diisopropylethylamine
(0.72 g, 5.56 mmol) and CIPONMe,-mo(Tn)T (2.82 g, 4.64 mmol) were added, and the mixture was stirred at room
temperature for 23 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was cooled
to room temperature, morpholine (0.27 g, 3.09 mmol) was added and the mixture was stirred at room temperature for
1 hr. The reaction mixture was ice-cooled, 2,2,2-trifluoroethanol (17 mL) and ethanol (1.42 g, 30.9 mmol) were added,
a solution of trifluoroacetic acid (2.82 g, 24.7 mmol) and triethylamine (1.16 g, 11.4 mmol) in chloroform (39 mL) was
added dropwise, and the mixture was stirred at 15°C for 1.5 hr. After confirmation of the completion of the reaction by
UHPLC, the reaction mixture was ice-cooled, and a solution of N,N-diisopropylethylamine (3.19 g, 24.7 mmol) in chlo-
roform (30 mL) was added dropwise. To the reaction mixture was added acetonitrile (160 mL), and the solvent was
evaporated under reduced pressure. To the obtained residue was added acetonitrile (80 mL), and the solvent was
evaporated under reduced pressure. Acetonitrile (100 mL) was added. The obtained slurry was stirred at 0°C for 30 min,
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and the precipitates were collected by filtration. The obtained crystals were washed again with acetonitrile (100 mL) and
dried under reduced pressure to give TOB-suc-PMO[CPz-CPz-T]. The crystals were directly used without drying as a
starting material of the next reaction.

Example 39 Synthesis of TOB-suc-PMO[Cbz-Cbz_T-Cbz_Cbz_Gce/pac_Gee/Pac_T_T_Cbz_T-
Gce/pac_Abz_Abz_Gce/pac_Gce/pac_T_Gce/pac_T_T_cbz]_Tr (results |iSt)

[0260] TOB-suc-mo(Tr)Cbz (5.0 g, 3.2 mmol) was sequentially subjected to coupling of the corresponding monomer
and deprotection of trityl group in one pot according to the methods described in Examples 37 and 38. The step yield
at each stage is shown in the following Table. The resultant products with a chain length without a numerical value were
used for the next step without drying.

[Table 8]
chain length | step yield
1mer 99%
2mer 97%
3mer -
4dmer -
S5mer 97%
Bmer -
7mer -
8mer 92%
9mer -
10mer -
11mer 98%
12mer -
13mer -
14mer -
15mer 96%
16mer -
17mer -
18mer 97%
19mer -
20mer 98%
21mer 100%

Example 40 Synthesis of TOB-suc-PMO[Cbz-Cbz_T-Cbz_Cbz_Gee/pac_Gee/pac.T_T-Cbz] (lithium chloride addition system,
elongation-10)

[0261] TOB-suc-PMO [Cbz-Cbz_T-Cbz_Cbz_Gee/pac_Gee/pac_T-T] wet crystals (12.9 g, corresponding to 2.37 mmol) were
dissolved in chloroform (100 mL), lithium chloride (150 mg, 3.56 mmol), N,N-diisopropylethylamine (0.53 g, 4.27 mmol)
and CIPONMe,-mo(Tr)Cbz (2.48 g, 3.56 mmol) were added, and the mixture was stirred at room temperature for 33 hr.
After confirmation of the completion of the reaction by UHPLC, the reaction mixture was cooled to room temperature,
morpholine (0.78 g, 9.0 mmol) was added and the mixture was stirred at room temperature for 1 hr. The reaction mixture
was ice-cooled, 2,2,2-trifluoroethanol (10.2 mL) and ethanol (1.1 g, 23.7 mmol) were added, and then, a solution of
trifluoroacetic acid (1.89 g, 16.6 mmol) in chloroform (10 mL) was added dropwise, and the mixture was stirred at room
temperature for 2 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled,
and a solution of N,N-diisopropylethylamine (2.07 g, 16.0 mmol) in chloroform (10 mL) was added dropwise. To the
reaction mixture was added acetonitrile (200 mL), and the solvent was evaporated under reduced pressure. To the
obtained residue was added acetonitrile (100 mL). The obtained slurry was stirred at 0°C for 30 min, and the precipitates
were collected by filtration. The obtained crystals were washed again with acetonitrile (100 mL) to give TOB-suc-
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PMO[Cbz-Cbz_T-Cbz.Cbz_Geelpac_Gee/pac _T-T-Cbz]. The crystals were directly used without drying as a starting material
of the next reaction.

Example 41 Synthesis of TOB-suc-PMO[Cbz-Cbz.T-Cbz_Cbz_Gee/pac_Gee/pac_T_T-Cbz_T] (lithium chloride addition system,
elongation-11)

[0262] TOB-suc-PMO [Cbz-Cbz-T-Cbz_Cbz_Gee/pac_Gee/pac.T-T-Cbz] wet crystals (12.6 g, 2.37 mmol) were dissolved in
chloroform (110 mL), lithium chloride (150 mg, 3.56 mmol), N,N-diisopropylethylamine (0.53 g, 4.27 mmol) and
CIPONMe,-mo(Tn)T (2.17 g, 3.56 mmol) were added, and the mixture was stirred at room temperature for 19 hr. After
confirmation of the completion of the reaction by UHPLC, the reaction mixture was cooled to room temperature, mor-
pholine (0.78 g, 9.01 mmol) was added and the mixture was stirred at room temperature for 1 hr. The reaction mixture
was ice-cooled, 2,2,2-trifluoroethanol (10.2 mL) and ethanol (1.09 g, 23.7 mmol) were added, a solution of trifluoroacetic
acid (1.89 g, 16.6 mmol) in chloroform (10 mL) was added dropwise, and the mixture was stirred at room temperature
for 2 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled, and a
solution of N,N-diisopropylethylamine (2.07 g, 16.0 mmol) in chloroform (10 mL) was added dropwise. To the reaction
mixture was added acetonitrile (150 mL), and the solvent was evaporated under reduced pressure. To the obtained
residue was added acetonitrile (200 mL), and the solvent was evaporated under reduced pressure. Acetonitrile (50 mL)
was added, and the obtained slurry was stirred at 0°C for 30 min, and the precipitates were collected by filtration. The
obtained crystals were washed again with acetonitrile (100 mL), and dried under reduced pressure to give TOB-suc-
PMO[Cbz-Cbz_T-Cbz.Cbz_Geelpac_Gee/pac_T_T-Cbz.T]. The crystals were directly used without drying as a starting material
of the next reaction.

Example 42 Synthesis of TOB-suc-PMO [Cbz-Cbz_T_Cbz_Cbz_Gee/pac_Gee/pac_T_-T-Cbz_T-
Gce/pac_Abz_Abz_Gce/pac_Gce/pac_T_Gce/pac_T_T_cbz]_Tr (results |iSt)

[0263] TOB-suc-mo(Tr)Cbz (5.0 g, 3.2 mmol) was sequentially subjected to coupling of the corresponding monomer
and deprotection of trityl group in one pot according to the methods described in Examples 37, 38, 40 and 41. The step
yield at each stage is shown in the following Table. The resultant products with a chain length without a numerical value
were used for the next step without drying.

[Table 9]
chain length | step yield

1mer -
2mer -
3mer -
dmer -
S5mer -
6mer 89%

7mer -
8mer 91%

9mer -
10mer -
11mer -

12mer 98%

13mer -
14mer 96%

15mer -
16mer -
17mer 80%

18mer -
19mer -
20mer -
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(continued)

chain length | step yield
21mer 69%

[0264] The scheme of Examples 43, 44 and 45 is shown below.
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Example 43 Synthesis of TOB-suc-teg-Tr

[0265] 3,4,5-tri(octadecyl)benzyl alcohol (91.4 mg, 0.1 mmol) was dissolved in chloroform (1.0 mL), suc-teg-Tr (72.6
mg, 0.12 mmol), EDC.HCI (23.0 mg, 0.12 mmol) and 4-dimethylaminopyridine (1.2 mg, 0.01 mmol) were added, and
the mixture was stirred at room temperature for 65 hr. After confirmation of the completion of the reaction by UHPLC,
acetonitrile (2 mL) was added, and the solvent was evaporated under reduced pressure. To the obtained residue was
added acetonitrile (4 mL), and the precipitate was collected by filtration, and dried under reduced pressure to give TOB-
suc-teg-Tr (140 mg, vield 93%).

TOF-MS+ (m/z) 1501.0

Example 44 Synthesis of TOB-suc-teg-H

[0266] TOB-suc-teg-Tr(139 mg, 0.09 mmol)was dissolvedin chloroform (1.4 mL) andice-cooled, 2,2,2-trifluoroethanol
(0.4 mL) and ethanol (42.8 g, 0.93 mmol) were added, a solution of trifluoroacetic acid (82.7 mg, 0.75 mmol) and
triethylamine (47.4 mg, 0.47 mmol) in chloroform (0.5 mL) was added dropwise, and the mixture was stirred at room
temperature for 2 hr. After confirmation of the completion of the reaction by UHPLC, the reaction mixture was ice-cooled,
and a solution of N,N-diisopropylethylamine (97 mg, 0.75 mmol) in chloroform (0.5 mL) was added dropwise. To the
reaction mixture was added acetonitrile (5 mL), and the solventwas evaporated under reduced pressure. To the obtained
residue was added acetonitrile (4 mL), and the mixture was stirred at 0°C for 30 min. The precipitates were collected by
filtration to give TOB-suc-teg-H. The crystals were directly used without drying as a starting material of the next reaction.
TOF-MS+ (m/z) 1257.9

52



DK/EP 3015467 T3

Exampie 45 Synthesis of TOB-suc-teg-mo{Trichz

{0267] TOB-suc-teg-Hwetl crysials {158 mg, corresponding to 0.09 mmol) were dissolved in chioroform {1.2 mb}, N.N-
diisopropyiethylamine (20.7 mg, §.16 mmal} and CIPONMe,-mo{TrCH (92.8 myg, 0.13 mmol) were added, and the
& mixture was stirred with heating at room temperature for 13 hr. ARter confirmation of the complelion of the reaction by
UHPLC, the reaction mixture was cooled o room temperabire, morpholine {11.3 mg, 0.09 mmaol} was added and the
mixture was stirred at room temperature for 1 hr. To the reaction mixture was added acetonitrile {2 4 mb )}, and the sobvent
was evaporated under reduced pressure. To the oblained residue was added acelonirile {3 mb), and the mixture was
stirred at 0°C for 30 min. The precipitate was collected by fillration, and dried under reduced pressure fo give TOB-suc-
14 teg-mo{ TrilhT {148 myg. yield 58%, relafive to TOB-sucteg-Tr).
TOF-MS+ {mfz} 1919.0

industrial Applicability

s,
L]

[0268] Using a morpholine nuclectide wherain S-hydroxy group or a hydroxy group present on the substituent of the
&-hydroxy groug is protected by a particular protecling group of the present invention, a method capable of efficiently
producing the morpholing oligonucisctide in a high yiald by a liquid phase synthasis can be provided.
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1

PATENTIKRAYV

1. Morpholino-nukleotid repraesenteret ved formlen (1):

Base

1'

hvor m er et hvilket som helst heltal pa ikke mindre end 0,

Base i antallet af m+1 er hver uafhangigt en nukleinsyrebase valgt fra gruppen be-
stdende af en cytosylgruppe, en uracilgruppe, en thyminylgruppe, en adenylgruppe
og en guanylgruppe eller en modificeret nukleinsyrebase, som er nukleinsyrebasen
substitueret med en hvilken som helst af 1 til 3 substituenter valgt fra gruppen be-
stdende af et halogenatom, en Ci_io-alkylgruppe, en Cyz0-aralkylgruppe, en Cy.10-
alkoxygruppe, en acylgruppe, en Ci.ip-alkoxy-Ci-io-alkylgruppe, en hydroxygruppe,
en aminogruppe, en mono-Ci-ip-alkylaminogruppe, en di-Ci-io-alkylaminogruppe,
en carboxygruppe, en cyanogruppe og en nitrogruppe, hvor aminogruppen af nu-
kleinsyrebasen eller den modificerede nukleinsyrebase eventuelt er beskyttet af en
pivaloylgruppe, en pivaloyloxymethylgruppe, en trifluoracetylgruppe, en phenox-
yacetylgruppe, en 4-isopropylphenoxyacetylgruppe, en 4-tert-butylphenoxyacetyl-
gruppe, en acetylgruppe, en benzoylgruppe, en isobutyrylgruppe, en dimethylfor-
mamidinylgruppe eller en 9-fluorenylmethyloxycarbonylgruppe, og carbonylgruppen
af nukleinsyrebasen eller den modificerede nukleinsyrebase eventuelt er beskyttet
ved at reagere phenol, 2,5-dichlorphenol, 3-chlorphenol, 3,5-dichlorphenol, 2-for-
mylphenol, 2-naphthol, 4-methoxyphenol, 4-chlorphenol, 2-nitrophenol, 4-nitrop-
henol, 4-acetylaminophenol, pentafluorphenol, 4-pivaloyl-oxybenzylalkohol, 4-nitr-
ophenethylalkohol, 2-(methylsulfonyl)ethanol, 2-(phenylsulfonyl)ethanol, 2-cyano-
ethanol, 2-(trimethylsilyl)ethanol, dimethyl-carbamoylchlorid, diethylcar-
bamoylchlorid, ethylphenylcarbamoylchlorid, 1-pyrrolidincarbonylchlorid, 4-morpho-

lincarbonylchlorid eller diphenylcarbamoyl-chlorid,
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P! er et hydrogenatom eller en midlertidig beskyttelsesgruppe valgt fra gruppen be-
stdende af en tritylgruppe, 9-(9-phenyl)xanthenylgruppe, en 9-phenylthioxanthe-
nylgruppe, en di(Cis-alkoxy)tritylgruppe og en mono-(C;-ig-alkoxy)tritylgruppe,
X i antallet af m er hver uafthaengigt en C;¢-alkoxygruppe, en di-Ci¢-alkylamino-
gruppe eller en piperazinogruppe, hvor et nitrogenatom i 4-stillingen er beskyttet af
en acylgruppe og yderligere eventuelt substitueret,
W i antallet af m er hver uafhaangigt et oxygenatom eller et svovlatom,
S! er en enkeltbinding eller en gruppe repraesenteret af *0O-S2** (hvor * angiver
bindingspositionen til L, ** angiver bindingspositionen til en 5'-hydroxygruppe, og
S? er gruppen repraesenteret af den fglgende formel:

2 3 .

K T o o

ey i .
Qg: e R gy M Pl '\\4" _,.f“

hvor ** angiver bindingspositionen til 5'-hydroxygruppen, og *** angiver bindings-
positionen til oxygenatomet,

L er en enkeltbinding eller en gruppe repraesenteret ved formlen (al):

(I)

(a1)
hvor * angiver bindingspositionen til Y;
** angiver bindingspositionen til S;
L; er en eventuelt substitueret divalent Ci-;-carbonhydridgruppe; og
L, er C(=0) eller en gruppe repraesenteret ved ***N(R3)-R!-N(R2)C(=0)** (hvor **
angiver bindingspositionen til L!, *** angiver bindingspositionen til Y, R! er en
eventuelt substitueret Ci.5>-alkylengruppe, R? og R® er hver uafheengigt et hydro-
genatom eller en eventuelt substitueret C;.»;-alkylgruppe, eller R? og R? eventuelt
er forbundet for at danne en eventuelt substitueret C;.;-alkylenbinding),
Y er en enkeltbinding, et oxygenatom eller NR (hvor R er et hydrogenatom, en Ci.
10-alkylgruppe eller en Cy.xp-aralkylgruppe) og
Z er en gruppe repraasenteret ved formlen (a2):



10

15

20

25

30

DK/EP 3015467 T3

hvor * angiver bindingspositionen til Y;

R* er et hydrogenatom eller, ndr R, er en gruppe repraesenteret ved fglgende for-
mel (a3), er R* eventuelt en enkeltbinding eller -O- i kombination med R® for at
danne en fluorenylgruppe eller en xanthenylgruppe sammen med ring B;

Q i antallet af k hver uafhaengigt er en enkeltbinding eller -O-, -S-, -OC(=0)-,
-NHC(=0)- eller -NH-;

R> i antallet af k er hver uafhaengigt en alkylgruppe med ikke mindre end 10 og
ikke mere end 300 carbonatomer, en alkenylgruppe med ikke mindre end 10 og
ikke mere end 300 carbonatomer eller en organisk gruppe omfattende en eller flere
linker-dele valgt blandt -O-, -S-, -COO-, -OCONH-, -CONH- eller carbonhydrid-
gruppe valgt fra en Ci.1p-alkylgruppe, en lineaer eller forgrenet C,¢-alkenylgruppe,
en Cse-cycloalkyl, en Cs.14-arylgruppe eller en C;0-aralkylgruppe eller en divalent
gruppe afledt deraf, hvilken organiske gruppe beerer en eller flere alkylgrupper med
ikke mindre end 10 og ikke mere end 300 carbonatomer og/eller en eller flere alke-
nylgrupper med ikke mindre end 10 og ikke mere end 300 carbonatomer, hvor
naevnte carbonhydridgruppe eventuelt er substitueret med et halogenatom eller en
Cis-alkylgruppe eventuelt substitueret med et eller flere halogenatomer eller en
oxogruppe;

k er et heltal fra 1 til 4;

ring A eventuelt yderligere har, udover QR? i antallet af k, en substituent valgt fra
gruppen bestdende af et halogenatom, en Cis-alkylgruppe, eventuelt substitueret
med et halogenatom(er), og en C;.¢s-alkoxygruppe, eventuelt substitueret med et
eller flere halogenatomer;

Ra er et hydrogenatom;

Ry er et hydrogenatom eller en gruppe repraasenteret ved formlen (a3):

12
B
R® 7 \(QRY)}

(a3)
hvor * angiver en bindingsposition;
j er et heltal fra 0 til 4;

Q i antallet af j er som defineret ovenfor;
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R7 i antallet af j hver uafheengigt er en alkylgruppe med 10 - 40 carbonatomer;

R® er et hydrogenatom eller eventuelt en enkeltbinding eller -O- i kombination med
R* for at danne en fluorenylgruppe eller en xanthenylgruppe sammen med ring A;
0g

ring B eventuelt yderligere har, udover QR’ i antallet af j, en substituent valgt fra
gruppen bestdende af et halogenatom, en Cis-alkylgruppe, eventuelt substitueret
med et eller flere halogenatomer, og en Cis-alkoxygruppe eventuelt er substitueret
med et eller flere halogenatomer, eller

Ra 0g Ry er forbundet for at danne et oxygenatom.

. Morpholino-nukleotid ifglge krav 1, hvor m er 0.

. Morpholino-nukleotid ifglge krav 1 eller 2, hvor

L i formlen (I) er en succinylgruppe og

R> er en alkylgruppe med 10 - 40 carbonatomer.

. Morpholino-nukleotid ifglge krav 1 eller 2, hvor

L i formlen (I) er en succinylgruppe og
Ra 0g Ry begge er hydrogenatomer og R® er en alkylgruppe med 10 - 40 carbonato-

mer.

. Morpholino-nukleotid ifglge krav 1 eller 2, hvor

L i formlen (I) er en succinylgruppe og

R> og/eller R7 er en alkylgruppe med 12 - 30 carbonatomer.

. Morpholino-nukleotid ifglge krav 1 eller 2, hvor L i formlen (I) er en succinylgruppe og

Z-Y- er en gruppe valgt fra gruppen bestdende af en 3,4,5-tri(octadecyloxy)ben-
zyloxygruppe,

en 3,5-di(docosyloxy)benzyloxygruppe,

en 3,5-bis[3',4',5'-tri(octadecyloxy)benzyloxy]benzyloxygruppe,

en 3,4,5-tris[3',4',5'-tri(octadecyloxy)benzyloxy]benzyloxygruppe,

en 3,4,5-tri(octadecyloxy)benzylaminogruppe,

en 2,4-di(docosyloxy)benzylaminogruppe,

en 3,5-di(docosyloxy)benzylaminogruppe,

en di(4-docosyloxyphenyl)methylaminogruppe,

en 4-methoxy-2-[3',4',5'-tri(octadecyloxy)benzyloxy]benzylaminogruppe,

en 4-methoxy-2-[3',4',5'-tri(octadecyloxy)cyclohexylmethyloxy]benzyl-amino-
gruppe,

en 2,4-di(dodecyloxy)benzylaminogruppe,
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en phenyl(2,3,4-tri(octadecyloxy)phenyl)methylaminogruppe,

en di[4-(12-docosyloxydodecyloxy)phenyllmethylaminogruppe,

en 3,5-bis[3',4',5'-tri(octadecyloxy)benzyloxy]benzylaminogruppe, og
en 3,4,5-tris[3',4',5'-tri(octadecyloxy)benzyloxy]benzylaminogruppe.

7. Morpholino-nukleotid ifglge krav 1 eller 2, hvor

Z-Y-L- er valgt fra gruppen bestdende af en 2-{2,4-di(2',3'-dihydrophytyloxy)ben-
zylaminocarbonyl}ethylcarbonylgruppe;

en 3,5-di(2',3'-dihydrophytyloxy)benzylsuccinylgruppe;

en 4-(2',3'-dihydrophytyloxy)benzylsuccinylgruppe;

en 2-{1-[(2-chlor-5-(2',3'-dihydrophytyloxy)phenyl)]benzylaminocarbonyl}-
ethylcarbonylgruppe;

en 3,4,5-tri(2',3'-dihydrophytyloxy)benzylsuccinylgruppe;

en 2-{3,4,5-tri(2',3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonylgruppe;
en 2-{4-(2',3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonylgruppe;

en 2-{2-[3',4',5'-tri(2",3"-dihydrophytyloxy)benzyloxy]-4-methoxybenzylamino-
carbonyl}ethylcarbonylgruppe;

en 2-{4-(2',3'-dihydrophytyloxy)-2-methoxybenzylaminocarbonyl}ethylcarbonyl-
gruppe;

en 4-(2',3'-dihydrophytyloxy)-2-methylbenzylsuccinylgruppe;

en 2-{4-(2',3'-dihydrophytyloxy)-2-methylbenzylaminocarbonyl}ethylcarbonyl-
gruppe;

en 4-[2,2,4,8,10,10-hexamethyl-5-dodecanoylamino]benzylsuccinylgruppe;

en 2-{4-[2,2,4,8,10,10-hexamethyl-5-dodecanoylamino]benzylaminocarbonyl’}-
ethylcarbonylgruppe;

en 4-(3,7,11-trimethyldodecyloxy)benzylsuccinylgruppe;

en 2-{4-(3,7,11-trimethyldodecyloxy)benzylaminocarbonyl}ethylcarbonylgruppe;
en 2-{3,5-di(2',3'-dihydrophytyloxy)benzylaminocarbonyl}ethylcarbonylgruppe;
en 2-{1-[2,3,4-tri(2',3'-dihydrophytyloxy)phenyl]benzylaminocarbonyl}ethyl-car-
bonylgruppe;

en 2-{1-[4-(2',3'-dihydrophytyloxy)phenyl]-4'-(2',3'-dihydrophytyloxy)-benzylami-
nocarbonyl}ethylcarbonylgruppe;

en 3,4,5-tris[3,4,5-tri(2',3'-dihydrophytyloxy)benzyl]benzylsuccinylgruppe; og

en 2-{3,4,5-tris[3,4,5-tri(2',3'-dihydrophytyloxy)benzyl]benzylaminocarbonyl}-
ethylcarbonylgruppe.

8. Morpholino-nukleotid ifplge et hvilket som helst af kravene 1 til 7, hvor P! er en

tritylgruppe, en monomethoxytritylgruppe eller en dimethoxytritylgruppe.
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9. Fremgangsmade til fremstilling af n+p-mer morpholino-oligonukleotid repraesen-

teret ved formlen (iv),

hvor

10

15

{ Hase
'”I”“O i
/N L
5 x,\ } k
N—
X”’“"‘gj “"“0. 5_;
i b \\% Rase
W Q]
A
Nf‘“’fi
o
E}Ef i \g‘” E?asa
() /R
¥ )7
N
}im,§MQ B
Jd g Base
;ﬁf ¥ \1“1““ G {
N,
3(1 P ¥
N

m er et hvilket som helst heltal pd ikke mindre end 0 som svarer til n-1,

q er et hvilket som helst heltal p3 ikke mindre end 0 som svarer til p-1,

Base i antallet af m+1 er hver uafhangigt en nukleinsyrebase valgt fra gruppen be-
stdende af en cytosylgruppe, en uracilgruppe, en thyminylgruppe, en adenylgruppe
og en guanylgruppe eller en modificeret nukleinsyrebase, som er nukleinsyrebasen
substitueret med en hvilken som helst af 1 til 3 substituenter valgt fra gruppen be-
stdende af et halogenatom, en Ci_io-alkylgruppe, en Cyz0-aralkylgruppe, en Cy.10-
alkoxygruppe, en acylgruppe, en Ci.ip-alkoxy-Ci-io-alkylgruppe, en hydroxygruppe,
en aminogruppe, en mono-Cj-ip-alkylaminogruppe, en di-Ci-1p-alkylaminogruppe,
en carboxygruppe, en cyanogruppe og en nitrogruppe, hvor aminogruppen af nu-
kleinsyrebasen eller den modificerede nukleinsyrebase eventuelt er beskyttet af en
pivaloylgruppe, en pivaloyloxymethylgruppe, en trifluoracetylgruppe, en phenox-
yacetylgruppe, en 4-isopropylphenoxyacetylgruppe, en 4-tert-butylphenoxyacetyl-

gruppe, en acetylgruppe, en benzoylgruppe, en isobutyrylgruppe, en
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dimethylformamidinylgruppe eller en 9-fluorenylmethyloxycarbonylgruppe, og car-
bonylgruppen af nukleinsyrebasen eller den modificerede nukleinsyrebase eventuelt
er beskyttet ved at reagere phenol, 2,5-dichlorphenol, 3-chlorphenol, 3,5-dichlorp-
henol, 2-formylphenol, 2-naphthol, 4-methoxyphenol, 4-chlorphenol, 2-nitrophenol,
4-nitrophenol, 4-acetylaminophenol, pentafluorphenol, 4-pivaloyl-oxybenzylalkohol,
4-nitrophenethylalkohol, 2-(methylsulfonyl)ethanol, 2-(phenylsulfonyl)ethanol, 2-
cyanoethanol, 2-(trimethylsilyl)ethanol, dimethyl-carbamoylchlorid, diethylcar-
bamoylchlorid, ethylphenylcarbamoylchlorid, 1-pyrrolidincarbonylchlorid, 4-morpho-
lincarbonylchlorid eller diphenylcarbamoyl-chlorid,

P1" er en midlertidig beskyttelsesgruppe valgt fra gruppen bestdende af en trityl-
gruppe, 9-(9-phenyl)xanthenylgruppe, en 9-phenylthioxanthenylgruppe, en di(Ci--
alkoxy)tritylgruppe og en mono-(Cj.1s-alkoxy)tritylgruppe,

X i antallet af m er hver uafthaengigt en C;¢-alkoxygruppe, en di-Ci¢-alkylamino-
gruppe eller en piperazinogruppe, hvor et nitrogenatom i 4-stillingen er beskyttet af
en acylgruppe og yderligere eventuelt substitueret,

W i antallet af m er hver uafhaangigt et oxygenatom eller et svovlatom,

S! er en enkeltbinding eller en gruppe repraesenteret af *0O-S2** (hvor * angiver
bindingspositionen til L, ** angiver bindingspositionen til en 5'-hydroxygruppe, og

S? er gruppen repraesenteret af den fglgende formel:

B B
o i a5 N
Qo Ly e, s, A o
A Ny N \\«wf'“ \\"M o

hvor ** angiver bindingspositionen til 5'-hydroxygruppen, og *** angiver bindings-
positionen til oxygenatomet,
P? er en beskyttelsesgruppe repreesenteret ved formlen (II):

Z-Y-L- (11)

hvor L er en enkeltbinding eller en gruppe repraesenteret ved formlen (al):

]
& LQ\L?)**

(a1)
hvor * angiver bindingspositionen til Y;

** angiver bindingspositionen til S;
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L; er en eventuelt substitueret divalent Ci-;-carbonhydridgruppe; og

L, er C(=0) eller en gruppe repraesenteret ved ***N(R3)-R!-N(R2)C(=0)** (hvor **
angiver bindingspositionen til L!, *** angiver bindingspositionen til Y, R! er en
eventuelt substitueret Ci.5>-alkylengruppe, R? og R® er hver uafheengigt et hydro-
genatom eller en eventuelt substitueret C;.»;-alkylgruppe, eller R? og R? eventuelt
er forbundet for at danne en eventuelt substitueret C;.,;-alkylenbinding),

Y er en enkeltbinding, et oxygenatom eller NR (hvor R er et hydrogenatom, en Ci.
10-alkylgruppe eller en Cy.xp-aralkylgruppe) og

Z er en gruppe repraasenteret ved formlen (a2):

Ry s Ry

R4
AL @
s @R,

hvor * angiver bindingspositionen til Y;

R* er et hydrogenatom eller, ndr R, er en gruppe repraesenteret ved fglgende for-
mel (a3), er R* eventuelt en enkeltbinding eller -O- i kombination med R® for at
danne en fluorenylgruppe eller en xanthenylgruppe sammen med ring B;

Q i antallet af k hver uafhaengigt er en enkeltbinding eller -O-, -S-, -OC(=0)-,
-NHC(=0)- eller -NH-;

R> i antallet af k er hver uafhaengigt en alkylgruppe med ikke mindre end 10 og
ikke mere end 300 carbonatomer, en alkenylgruppe med ikke mindre end 10 og
ikke mere end 300 carbonatomer eller en organisk gruppe omfattende en eller flere
linker-dele valgt blandt -O-, -S-, -COO-, -OCONH-, -CONH- eller carbonhydrid-
gruppe valgt fra en Ci.1p-alkylgruppe, en lineaer eller forgrenet C,¢-alkenylgruppe,
en Cse-cycloalkyl, en Cs.14-arylgruppe eller en C;y0-aralkylgruppe eller en divalent
gruppe afledt deraf, hvilken organiske gruppe baerer en eller flere alkylgrupper med
ikke mindre end 10 og ikke mere end 300 carbonatomer og/eller en eller flere alke-
nylgrupper med ikke mindre end 10 og ikke mere end 300 carbonatomer, hvor
naevnte carbonhydridgruppe eventuelt er substitueret med et halogenatom eller en
Cis-alkylgruppe eventuelt substitueret med et eller flere halogenatomer eller en
oxogruppe;

k er et heltal fra 1 til 4;

ring A eventuelt yderligere har, udover QR® i antallet af k, en substituent valgt fra
gruppen bestdende af et halogenatom, en Cis-alkylgruppe, eventuelt substitueret
med et halogenatom(er), og en C;.¢s-alkoxygruppe, eventuelt substitueret med et
halogenatom(er);

Ra er et hydrogenatom;
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Ry er et hydrogenatom eller en gruppe repraasenteret ved formlen (a3):

1
B
R6 /\(QRT)}

(a3)
hvor * angiver en bindingsposition;
j er et heltal fra 0 til 4;
Q i antallet af j er som defineret ovenfor;
R7 i antallet af j hver uafheengigt er en alkylgruppe med 10 - 40 carbonatomer;
R® er et hydrogenatom eller eventuelt en enkeltbinding eller -O- i kombination med
R* for at danne en fluorenylgruppe eller en xanthenylgruppe sammen med ring A;
0g
ring B eventuelt yderligere har, udover QR’ i antallet af j, en substituent valgt fra
gruppen bestdende af et halogenatom, en Cis-alkylgruppe, eventuelt substitueret
med et eller flere halogenatomer, og en Cis-alkoxygruppe eventuelt er substitueret
med et eller flere halogenatomer, eller
Ra 0g Ry er forbundet for at danne et oxygenatom, og
morpholinring-nitrogenatomet ikke er beskyttet af en af en (thio)phosphoramidat-
binding eller (thio)phosphordiamidatbinding via morpholinringens nitrogenatom,
omfattende
(2) et trin med at kondensere en p-mer morpholino oligonukleotid (p er et hvilket

som helst heltal af et eller mere) repraesenteret ved formel (iii):

hvor L! er en udtraedende gruppe og
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andre symboler er de samme som respektive definitioner i formlen (iv), med et
n-mer morpholino-oligonukleotid (n er et heltal p3 et eller mere) repraesenteret ved

formlen (i) eller (ii):

P! er en midlertidig beskyttelsesgruppe valgt fra gruppen bestdende af en trityl-
gruppe, 9-(9-phenyl)-xanthenylgruppe, en 9-phenylthioxanthenylgruppe, en di(C;-
s-alkoxy)tritylgruppe og en mono(Cj.1g-alkoxy)tritylgruppe,

andre symboler er de samme som respektive definitioner i formlen (iv).

10. Fremstillingsfremgangsmade ifglge krav 9, hvor p er 1.

11. Fremstillingsfremgangsmade ifglge krav 9 eller 10, omfattende at behandle reak-

tionsblandingen med et quench-middel efter afslutning af reaktionen.

12. Fremstillingsfremgangsmade ifglge et hvilket som helst af kravene 9 til 11, yder-
ligere omfattende fglgende trin (1):

(1) et trin med at fjerne den midlertidige beskyttelsesgruppe valgt fra gruppen besta-
ende af en tritylgruppe, 9-(9-phenyl)-xanthenylgruppe, en 9-phenylthioxanthenylgruppe,
en di(Cis-alkoxy)tritylgruppe og en mono(C;.1s-alkoxy)tritylgruppe i morpholinringens ni-
trogenatom ved at reagere n-mer morpholino-oligonukleotidet med en syre i et ikke-po-

leert oplgsningsmiddel fgr kondensationstrinnet (2).

13. Fremstillingsfremgangsmade ifglge krav 12, hvor den midlertidige beskyttelses-

gruppe fjernes i tilstedeveerelse af en kationfanger.
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14. Fremstillingsfremgangsmade ifglge krav 12 eller 13 yderligere omfattende et trin
med at neutralisere med en organisk base i trin (1) efter fjernelse af den midlertidige be-

skyttelsesgruppe pa morpholinringens nitrogenatom.

15. Fremstillingsfremgangsmade ifglge et hvilket som helst af kravene 9 til 14 yderli-
gere omfattende det fglgende trin (3):

(3) et trin til opnaelse af morpholino-oligonukleotid ved at tilsatte et polaert oplgs-
ningsmiddel til reaktionsblandingen opnaet i trin (1) og/eller (2) og opsamling af bundfald

deraf ved faststof-vaeske-separation.

16. Fremstillingsfremgangsmade ifglge et hvilket som helst af krav 12 til 15, hvor det
ikke-poleere oplgsningsmiddel er valgt fra gruppen bestaende af et halogeneret oplgsnings-
middel, et aromatisk oplgsningsmiddel, et esteroplgsningsmiddel, et alifatisk oplgsnings-

middel, et ikke-polzert etheroplgsningsmiddel og en kombination af disse.

17. Fremstillingsfremgangsmade ifglge krav 15 eller 16, hvor det poleere opl@snings-

middel er et alkoholoplgsningsmiddel eller et nitriloplgsningsmiddel.

18. Fremstillingsfremgangsmade ifglge et hvilket som helst af kravene 9 til 17, yder-
ligere omfattende det fglgende trin (4):
(4) et trin med at fjerne af alle beskyttelsesgrupperne i det opndede n+p-mer morp-

holino-oligonukleotid.

19. Fremstillingsfremgangsmade ifglge et hvilket som helst af kravene 9 til 18, hvor
den midlertidige beskyttelsesgruppe er en tritylgruppe, en dimethoxytritylgruppe eller en

monomethoxytritylgruppe.
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